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(57) Abstract: The invention provides nucleic acid segments of the human genome, particularly nucleic acid segments from a gene. 
J? including polymorphic sites. Allele -specific primers and probes hybridizing to regions Hanking or containing these sites are also 

provided. The nucleic acids, primers and probes are used in applications such as phenol ype correlations, t'orensics. paternity testing. 
^ medicine and genetic analysis. A role lor the thrombospondin genets) in vascular disease is also disclosed. Use of single nucleotide 
^ polymorphisms in the thrombospondin genets) lor diagnosis, prediction of clinical course and treatment response, development ol 
^ therapeutics and development of cell-culiure-hased and animal models for research arid treatment are disclosed. 
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SINGLE NUCLEOTIDE POLYMORPHISMS IN GENES 

BACKGROUND OF THE INVENTION 

The genomes of all organisms undergo spontaneous mutation in the course 
of their continuing evolution, generating variant forms of progenitor nucleic acid 
5 sequences (Gusella, Ann. Rev. Biochem, 55, 831-854 (1986)). The variant form may 
confer an evolutionary advantage or disadvantage relative to a progenitor form, or 
may be neutral. In some instances, a variant form confers a lethal disadvantage and 
is not transmitted to subsequent generations of the organism. In other instances, a 
variant form confers an evolutionary advantage to the species and is eventually 

1 0 incorporated into the DNA of many or most members of the species and effectively 
becomes the progenitor form. In many instances, both progenitor and variant 
form(s) survive and co-exist in a species population. The coexistence of multiple 
forms of a sequence gives rise to polymorphisms. 

Several different types of polymorphism have been reported. A restriction 

15 fragment length polymorphism (RFLP) is a variation in DNA sequence that alters 
the length of a restriction fragment (Botstein et al., Am. J. Hum. Genet. 32, 314-331 
(1980)). The restriction fragment length polymorphism may create or delete a 
restriction site, thus changing the length of the restriction fragment. RFLPs have 
been widely used in human and animal genetic analyses (see WO 90/13668; 

20 W090/1 1369; Donis-Keller, Cell 51, 319-337 (1987); Lander et al. 9 Genetics 121, 
85-99 (1989)). When a heritable trait can be linked to a particular RFLP, the 
presence of the RFLP in an individual can be used to predict the likelihood that the 
animal will also exhibit the trait. 

Other polymorphisms take the form of short tandem repeats (STRs) that 

25 include tandem di-, tri- and tetra-nucleotide repeated motifs. These tandem repeats 
are also referred to as variable number tandem repeat (VNTR) polymorphisms. 
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VNTRs have been used in identity and paternity analysis (US 5,075,217; Armour et 
aUFEBSLett. 307, 113-115 (1992); Horn et al., WO 91/14003; Jeffreys, EP 
370,719), and in a large number of genetic mapping studies. 

Other polymorphisms take the form of single nucleotide variations between 
5 individuals of the same species. Such polymorphisms are far more frequent than 
RFLPs, STRs and VNTRs. Some single nucleotide polymorphisms (SNP) occur in 
protein-coding nucleic acid sequences (coding sequence SNP (cSNP)), in which 
case, one of the polymorphic forms may give rise to the expression of a defective or 
otherwise variant protein and, potentially, a genetic disease. Examples of genes in 
1 0 which polymorphisms within coding sequences give rise to genetic disease include 
P-globin (sickle cell anemia), apoE4 (Alzheimer's Disease), Factor V Leiden 
(thrombosis), and CFTR (cystic fibrosis). cSNPs can alter the codon sequence of the 
gene and therefore specify an alternative amino acid. Such changes are called 
"missense" when another amino acid is substituted, and "nonsense" when the 
15 alternative codon specifies a stop signal in protein translation. When the cSNP does 
not alter the amino acid specified the cSNP is called "silent". 

Other single nucleotide polymorphisms occur in noncoding regions. Some of 
these polymorphisms may also result in defective protein expression (e.g., as a result 
of defective splicing). Other single nucleotide polymorphisms have no phenotypic 
20 effects. Single nucleotide polymorphisms can be used in the same manner as 
RFLPs and VNTRs, but offer several advantages. Single nucleotide polymorphisms 
occur with greater frequency and are spaced more uniformly throughout the genome 
than other forms of polymorphism. The greater frequency and uniformity of single 
nucleotide polymorphisms means that there is a greater probability that such a 
25 polymorphism will be found in close proximity to a genetic locus of interest than 
would be the case for other polymorph.sms. The different forms of characterized 
single nucleotide polymorphisms are often easier to distinguish than other types of 
polymorphism (e.g., by use of assays employing allele-specif.c hybridization probes 
or primers). 

30 Only a small percentage of the total repository of polymorphisms in humans 

and other organisms has been identified. The limited number of polymorphisms 
identified to date is due to the large amount of work required for their detection by 
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conventional methods. For example, a conventional approach to identifying 
polymorphisms might be to sequence the same stretch of DNA in a population of 
individuals by dideoxy sequencing. In this type of approach, the amount of work 
increases in proportion to both the length of sequence and the number of individuals 

1 5 in a population and becomes impractical for large stretches of DNA or large 

1 

numbers of persons. 



SUMMARY OF THE INVENTION 

Work described herein pertains to the identification of polymorphisms which 
can predispose individuals to disease, by resequencing large numbers of genes in a 

10 large number of individuals. Various genes from a number of individuals have been 
resequenced as described herein, and SNPs in these genes have been discovered (see 
the Table and Fig. 3). Some of these SNPs are cSNPs which specify a different 
amino acid sequence, some of the SNPs are silent cSNPs and some of these cSNPs 
specify a stop signal in protein translation. Some of the identified SNPs were 

1 5 located in non-coding regions. 

The invention relates to a gene which comprises a single nucleotide 
polymorphism at a specific location. In a particular embodiment the invention 
relates to the variant allele of a gene having a single nucleotide polymorphism, 
which variant allele differs from a reference allele by one nucleotide at the site(s) 

20 identified in the Table and Fig. 3. Complements of these nucleic acid sequences are 
also included. The nucleic acid molecules can be DNA or RNA, and can be double- 
or single-stranded. Nucleic acid molecules can be, for example, 5-10, 5-15, 10-20, 
5-25, 10-30, 10-50 or 10-100 bases long. 

The invention further provides allele-specific oligonucleotides that hybridize 

25 to the reference or variant allele of a gene comprising a single nucleotide 

polymorphism or to the complement thereof. These oligonucleotides can be probes 
or primers. 

The invention further provides a method of analyzing a nucleic acid from an 
individual. The method determines which base is present at any one of the 
30 polymorphic sites shown in the Table and/or Fig. 3. Optionally, a set of bases 
occupying a set of the polymorphic sites shown in the Table and /or Fig. 3 is 
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determined. This type of analysis can be performed on a number of individuals, 
who are tested for the presence of a disease phenotype. The presence or absence of 
disease phenotype is then correlated with a base or set of bases present at the 
polymorphic site or sites in the individuals tested. 
5 Thus, the invention further relates to a method of predicting the presence, 

absence, likelihood of the presence or absence, or severity of a particular phenotype 
or disorder associated with a particular genotype. The method comprises obtaining a 
nucleic acid sample from an individual and determining the identity of one or more 
bases (nucleotides) at polymorphic sites of genes described herein, wherein the 

10 presence of a particular base is correlated with a specified phenotype or disorder, 
thereby predicting the presence, absence, likelihood of the presence or absence, or 
severity of the phenotype or disorder in the individual. 

The thrombospondins are a family of extracellular matrix (ECM) 
glycoproteins that modulate many cell behaviors including adhesion, migration, and 

15 proliferation. Thrombospondins (also known as thrombin sensitive proteins or 
TSPs) are large molecular weight glycoproteins composed of three identical 
disulfide-linked polypeptide chains. The results described herein also reveal an 
important association between alterations, particularly SNPs, in TSP genes, 
particularly TSP- 1 and TSP-4, and vascular disease. In particular, SNPs in these 

20 gc.ies which are associated with premature coronary artery Hisease (CAD)(or 
coronary heart disease) and myocardial infarction (MI) have been identified and 
represent a potentially vital marker of upstream biology influencing the complex 
process of atherosclerotic plaque generation and vulnerability. 

Thus, the invention relates to the TSP gene SNPs identified as described 

25 herein, both singly and in combination, as well as to the use of these SNPs, and 
others in TSP genes, particularly those nearby in linkage disequilibrium with these 
SNPs, for diagnosis, prediction of clinical course and treatment response for 
vascular disease, development of new treatments for vascular disease based upon 
comparison of the variant and normal versions of the gene or gene product, and 

30 development of cell-culture based and animal models for research and treatment of 
vascular disease. The invention further relates to novel compounds and 



WO 01/18250 



PCT/USOO/24503 



pharmaceutical compositions for use in the diagnosis and treatment of such 
disorders. In preferred embodiments, the vascular disease is CAD or MI. 

The invention relates to isolated nucleic acid molecules comprising all or a 
portion of the variant allele of TSP-1 (e.g., as exemplified by SEQ ID NO: 1), and to 
5 isolated nucleic acid molecules comprising all or a portion of the variant allele of 
TSP-4 (e.g., as exemplified by SEQ ID NO: 3). Preferred portions are at least 10 
contiguous nucleotides and comprise the polymorphic site, e.g., a portion of SEQ ID 
NO: 1 which is at least 10 contiguous nucleotides and comprises the "G" at position 
2210, or a portion of SEQ ID NO: 3 which is at least 10 contiguous nucleotides and 

10 comprises the "C" at position 1 186. The invention further relates to isolated gene 
products, e.g., polypeptides or proteins, which are encoded by a nucleic acid 
molecule comprising all or a portion of the variant allele of TSP-1 or TSP-4 (e.g., 
SEQ ID NO: 1 or SEQ ID NO: 3, respectively). The invention also relates to 
nucleic acid molecules which hybridize to and/or share identity with the variant 

15 alleles identified herein (or their complements) and which also comprise the variant 
nucleotide at the SNP site. 

The invention further relates to isolated proteins or polypeptides comprising 
all or a portion of the variant amino acid sequence of TSP-1 (e.g., as exemplified by 
SEQ ID NO: 2), and to isolated proteins or polypeptides comprising all or a portion 

20 of the variant amino acid sequence of TSP-4 (e.g., as exemplified by SEQ ID NO: 
4). Preferred polypeptides are at least 10 contiguous amino acids and comprise the 
polymorphic amino acid, e.g., a portion of SEQ ID NO: 2 which is at least 10 
contiguous amino acids and comprises the serine at residue 700, or a portion of SEQ 
ID NO: 4 which is at least 10 contiguous amino acids and comprises the proline at 

25 residue 387. The invention further relates to isolated nucleic acid molecules 

encoding such proteins and polypeptides, as well as to antibodies which bind, e.g., 
specifically, to such proteins and polypeptides. 

The invention further relates to a method of diagnosing or aiding in the 
diagnosis of a disorder associated with the presence of one or more of (a) a G at 

30 nucleotide position 22 10 of SEQ ID NO: 1 ; or (b) a C at nucleotide position 1 1 86 of 
SEQ ID NO: 3 in an individual. The method comprises obtaining a nucleic acid 
sample from the individual and determining the nucleotide present at one or more of 
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the indicated nucleotide positions, wherein presence of one or more of (a) a G at 
nucleotide position 22 10 of SEQ ID NO: 1 ; or (b) a C at nucleotide position 1 1 86 of 
SEQ ID NO: 3 is indicative of increased likelihood of said disorder in the individual 
as compared with an appropriate control, e.g., an individual having the reference 
5 nucleotide at one or more of said positions. In a particular embodiment the disorder 
is a vascular disease selected from the group consisting of atherosclerosis, coronary 
heart or artery disease, MI, stroke, peripheral vascular diseases, venous 
thromboembolism and pulmonary embolism. In a preferred embodiment, the 
vascular disease is selected from the group consisting of CAD and ML 

10 The invention further relates to a method of diagnosing or aiding in the 

diagnosis of a disorder associated with one or more of (a) a G at nucleotide position 
2210 of SEQ ID NO: 1; or (b) a C at nucleotide position 1 186 of SEQ ID NO: 3 in 
an individual. The method comprises obtaining a nucleic acid sample from the 
individual and determining the nucleotide present at one or more of the indicated 

15 nucleotide positions, wherein presence of one or more of (a) an A at nucleotide 
position 2210 of SEQ ID NO: 1 ; or (b) a G at nucleotide position 1 186 of SEQ ID 
NO: 3 is indicative of decreased likelihood of said disorder in the individual as 
compared with an appropriate control, e.g., an individual having the variant 
nucleotide at said position. In a particular embodiment the disorder is a vascular 

20 disease selected from the group consisting of atherosclerosis, coronary heart or 
artery disease, MI, stroke, peripheral vascular diseases, venous thromboembolism 
and pulmonary embolism. In a preferred embodiment, the vascular disease is 
selected from the group consisting of CAD and MI. 

In one embodiment, the invention relates to a method for predicting the 

25 likelihood that an individual will have a vascular disease (or aiding in the diagnosis 
of a vascular disease), comprising the steps of obtaining a DNA sample from an 
individual to be assessed and determining the nucleotide present at one or more of 
nucleotide positions 2210 of SEQ ID NO: 1 or 11 86 of SEQ ID NO: 3. The 
presence of the reference nucleotide at one or more of these positions indicates that 

30 the individual has a lower likelihood of having a vascular disease than an individual 
having the variant nucleotide at one or more of these positions, or a lower likelihood 
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of having severe symptomology. In a particular embodiment, the individual is an 
individual at risk for development of a vascular disease. 

The invention further relates to a method of diagnosing or aiding in the 
diagnosis of a disorder associated with the presence of one or more of (a) a serine at 

5 amino acid position 700 of SEQ ID NO: 2; or (b) a proline at amino acid position 
387 of SEQ ID NO: 4 in an individual. The method comprises obtaining a 
biological sample containing the TSP-1 and/or TSP-4 protein or relevant portion 
thereof from the individual and determining the amino acid present at one or more of 
the indicated amino acid positions, wherein presence of one or more of (a) a serine at 

10 amino acid position 700 of SEQ ID NO: 2; or (b) a proline at amino acid position 
387 of SEQ ID NO: 4 is indicative of increased likelihood of said disorder in the 
individual as compared with an appropriate control, e.g., an individual having the 
reference amino acid at one or more of said positions. 

The invention further relates to a method of diagnosing or aiding in the 

15 diagnosis of a disorder associated with one or more of (a) a serine at amino acid 
position 700 of SEQ ID NO: 2; or (b) a proline at amino acid position 387 of SEQ 
ID NO: 4 in an individual. The method comprises obtaining a biological sample 
containing the TSP-1 and/or TSP-4 protein or relevant portion thereof from the 
individual and determining the amino acid present at one or more of the indicated 

20 amino acid positions, wherein presence of one or more of (a) an asparagine at amino 
acid position 700 of SEQ ID NO: 2; or (b) an alanine at amino acid position 387 of 
SEQ ID NO: 4 is indicative of decreased likelihood of said disorder in the individual 
as compared with an appropriate control, e.g., an individual having the variant 
amino acid at one or more of said positions. 

25 In one embodiment, the invention relates to a method for predicting the 

likelihood that an individual will have a vascular disease (or aiding in the diagnosis 
of a vascular disease), comprising the steps of obtaining a biological sample 
comprising the TSP-1 and/or TSP-4 protein or relevant portion thereof from an 
individual to be assessed and determining the amino acid present at one or more of 

30 amino acid positions 700 of SEQ ID NO: 2 or 387 of SEQ ID NO: 4. The presence 
of the reference amino acid at one or more of these positions indicates that the 
individual has a lower likelihood of having a vascular disease than an individual 
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having the variant amino acid at one or more of these positions, or a lower 
likelihood of having severe symptomology. In a particular embodiment, the 
individual is an individual at risk for development of a vascular disease. 

In another embodiment, the invention relates to pharmaceutical compositions 
5 comprising a reference TSP-1 and/or TSP-4 gene or gene product, or active portion 
thereof, for use in the treatment of vascular diseases. The invention further relates to 
the use of agonists and antagonists of TSP-1 and TSP-4 activity for use in the 
treatment of vascular diseases. In a particular embodiment the vascular disease is 
selected from the group consisting of atherosclerosis, coronary heart or artery 
10 disease, MI, stroke, peripheral vascular diseases, venous thromboembolism and 
pulmonary embolism. In a preferred embodiment, the vascular disease is selected 
from the group consisting of CAD and MI. 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figs. 1A-1D show the reference nucleotide (SEQ ID NO: 1) and amino acid 
15 (SEQ ID NO: 2) sequences for TSP- 1 . 

Figs. 2A-2C show the reference nucleotide (SEQ ID NO: 3) and amino acid 

(SEQ ID NO: 4) sequences for TSP-4. 

Fig. 3 shows a table providing detailed information about the SNPs identified 

herein. Column one shows the internal polymorphism identifier. Column two 
20 shows the accession number for the reference sequence in the TIGR database 

(http://www.tigr.org/tdb/hgi/searching/hgi_reports.html). Column three shows the 

nucleotide position for the SNP iste. Column four shows the gene in which the 

polymorphism was identified. Column five shows the polymorphic site and 

additional flanking sequence on each side of the polymorphism. Column six shows 
25 the type of mutation produced by the polymorphism. Columns seven and eight 

show the reference and alternate (variant) nucleotides, respectively, for the SNP. 

Columns nine and ten show the reference and alternate (variant) amino acids, 

respectively, encoded by the alleles of the gene. 
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DETAILED DESCRIPTION OF THE INVENTION 

The present invention relates to a gene which comprises a single nucleotide 
polymorphism (SNP) at a specific location. The gene which includes the SNP has at 
least two alleles, referred to herein as the reference allele and the variant allele. The 
5 reference allele (prototypical or wild type allele) has been designated arbitrarily and 
typically corresponds to the nucleotide sequence of the gene which has been 
deposited with GenBank or TIGR under a given Accession number. The variant 
allele differs from the reference allele by one nucleotide at the site(s) identified in 
the Table. The present invention also relates to variant alleles of the described genes 
10 and to complements of the variant alleles. The invention also relates to nucleic acid 
molecules which hybridize to and/or share identity with the variant alleles identified 
herein (or their complements) and which also comprise the variant nucleotide at the 
SNP site. 

The invention further relates to portions of the variant alleles and portions of 

15 complements of the variant alleles which comprise (encompass) the site of the SNP 
and are at least 5 nucleotides in length. Portions can be, for example, 5-10, 5-15, 10- 
20, 5-25, 10-30, 10-50 or 10-100 bases long. For example, a portion of a variant 
allele which is 21 nucleotides in length includes the single nucleotide polymorphism 
(the nucleotide which differs from the reference allele at that site) and twenty 

20 additional nucleotides which flank the site in the variant allele. These nucleotides 
can be on one or both sides of the polymorphism. Polymorphisms which are the 
subject of this invention are defined in the Table with respect to the reference 
sequence deposited in GenBank or TIGR under the Accession number indicated. 
For example, the invention relates to a portion of a gene (e.g., AT3) having a 

25 nucleotide sequence as deposited in GenBank (e.g., Ul 1270) comprising a single 
nucleotide polymorphism at a specific position (e.g., nucleotide 11918). The 
reference nucleotide for AT3 is shown in column 8, and the variant nucleotide is 
shown in column 9 of the Table. The nucleotide sequences of the invention can be 
double- or single-stranded. 

30 The invention further provides allele-specific oligonucleotides that hybridize 

to the reference or variant allele of a gene comprising a single nucleotide 
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polymorphism or to the complement thereof. These oligonucleotides can be probes 
or primers. 

The invention further provides a method of analyzing a nucleic acid from an 
individual. The method determines which base is present at any one of the 

5 polymorphic sites shown in the Table and/or Fig. 3. Optionally, a set of bases 
occupying a set of the polymorphic sites shown in the Table and/or Fig. 3 is 
determined. This type of analysis can be performed on a number of individuals, 
who are tested for the presence of a disease phenotype. The presence or absence of 
disease phenotype is then correlated with a base or set of bases present at the 

10 polymorphic site or sites in the individuals tested. 

Thus, the invention further relates to a method of predicting the presence, 
absence, likelihood of the presence or absence, or severity of a particular phenotype 
or disorder associated with a particular genotype. The method comprises obtaining a 
nucleic acid sample from an individual and determining the identity of one or more 

1 5 bases (nucleotides) at polymorphic sites of genes described herein, wherein the 
presence of a particular base is correlated with a specified phenotype or disorder, 
thereby predicting the presence, absence, likelihood of the presence or absence, or 
severity of the phenotype or disorder in the individual. 

DEFINITIONS 

20 A nucleic acid molecule or oligonucleotide can be DNA or RNA, and single- 

or double-stranded. Nucleic acid molecules and oligonucleotides can be naturally 
occurring or synthetic, but are typically prepared by synthetic means. Preferred 
nucleic acid molecules and oligonucleotides of the invention include segments of 
DNA, or their complements, which include any one of the polymorphic sites shown 

25 in the Table. The segments can be between 5 and 250 bases, and, in specific 

embodiments, are between 5-10, 5-20, 10-20, 10-50, 20-50 or 10-100 bases. For 
example, the segment can be 21 bases. The polymorphic site can occur within any 
position of the segment. The segments can be from any of the allelic forms of DNA 
shown in the Table. 
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As used herein, the terms "nucleotide", "base" and "nucleic acid" are intended 
to be equivalent. The terms "nucleotide sequence", "nucleic acid sequence", 
"nucleic acid molecule" and "segment" are intended to be equivalent. 

Hybridization probes are oligonucleotides which bind in a base-specific 
5 manner to a complementary strand of nucleic acid. Such probes include peptide 
nucleic acids, as described in Nielsen et al y Science 254, 1497-1500 (1991). Probes 
can be any length suitable for specific hybridization to the target nucleic acid 
sequence. The most appropriate length of the probe may vary depending upon the 
hybridization method in which it is being used; for example, particular lengths may 

10 be more appropriate for use in microfabricated arrays, while other lengths may be 
more suitable for use in classical hybridization methods. Such optimizations are 
known to the skilled artisan. Suitable probes and primers can range from about 5 
nucleotides to about 30 nucleotides in length. For example, probes and primers can 
be 5, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 25, 26, 28 or 30 nucleotides in length. The 

15 probe or primer preferably overlaps at least one polymorphic site occupied by any of 
the possible variant nucleotides. The nucleotide sequence can correspond to the 
coding sequence of the allele or to the complement of the coding sequence of the 
allele. 

As used herein, the term "primer" refers to a single-stranded oligonucleotide 
20 which acts as a point of initiation of template-directed DNA synthesis under 
appropriate conditions (e.g., in the presence of four different nucleoside 
triphosphates and an agent for polymerization, such as DNA or RNA polymerase or 
reverse transcriptase) in an appropriate buffer and at a suitable temperature. The 
appropriate length of a primer depends on the intended use of the primer, but 
25 typically ranges from 15 to 30 nucleotides. Short primer molecules generally 
require cooler temperatures to form sufficiently stable hybrid complexes with the 
template. A primer need not reflect the exact sequence of the template, but must be 
sufficiently complementary to hybridize with a template. The term primer site refers 
to the area of the target DNA to which a primer hybridizes. The term primer pair 
30 refers to a set of primers including a 5* (upstream) primer that hybridizes with the 5' 
end of the DNA sequence to be amplified and a 3* (downstream) primer that 
hybridizes with the complement of the 3' end of the sequence to be amplified. 
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As used herein, linkage describes the tendency of genes, alleles, loci or genetic 
markers to be inherited together as a result of their location on the same 
chromosome. It can be measured by percent recombination between the two genes, 
alleles, loci or genetic markers. 
5 As used herein, polymorphism refers to the occurrence of two or more 

genetically determined alternative sequences or alleles in a population. A 
polymorphic marker or site is the locus at which divergence occurs. Preferred 
markers have at least two alleles, each occurring at frequency of greater than 1%, 
and more preferably greater than 10% or 20% of a selected population. A 

10 polymorphic locus may be as small as one base pair. Polymorphic markers include 
restriction fragment length polymorphisms, variable number of tandem repeats 
(VNTR's), hypervariable regions, minisatellites, dinucleotide repeats, trinucleotide 
repeats, tetranucleotide repeats, simple sequence repeats, and insertion elements 
such as Alu. The first identified allelic form is arbitrarily designated as the reference 

1 5 form and other allelic forms are designated as alternative or variant alleles. The 

allelic form occurring most frequently in a selected population is sometimes referred 
to as the wildtype form. Diploid organisms may be homozygous or heterozygous 
for allelic forms. A diallelic or biallelic polymorphism has two forms. A triallelic 
polymorphism has three forms. 

20 Work described herein pertains to the resequencing of large numbers of genes 

in a large number of individuals to identify polymorphisms which can predispose 
individuals to disease. For example, polymorphisms in genes which are expressed 
in liver may predispose individuals to disorders of the liver. By altering amino acid 
sequence, SNPs may alter the function of the encoded proteins. The discovery of 

25 the SNP facilitates biochemical analysis of the variants and the development of 
assays to characterize the variants and to screen for pharmaceutical that would 
interact directly with one or another form of the protein. SNPs (including silent 
SNPs) also enable the development of specific DNA, RNA, or protein-based 
diagnostics that detect the presence or absence of the polymorphism in particular 

30 conditions. 

A single nucleotide polymorphism occurs at a polymorphic site occupied by a 
single nucleotide, which is the site of variation between allelic sequences. The site 
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is usually preceded by and followed by highly conserved sequences of the allele 
(e.g., sequences that vary in less than 1/100 or 1/1000 members of the populations). 

A single nucleotide polymorphism usually arises due to substitution of one 
nucleotide for another at the polymorphic site. A transition is the replacement of 
5 one purine by another purine or one pyrimidine by another pyrimidine. A 

transversion is the replacement of a purine by a pyrimidine or vice versa. Single 
nucleotide polymorphisms can also arise from a deletion of a nucleotide or an 
insertion of a nucleotide relative to a reference allele. Typically the polymorphic 
site is occupied by a base other than the reference base. For example, where the 

10 reference allele contains the base "T" at the polymorphic site, the altered allele can 
contain a "C", "G" or "A" at the polymorphic site. 

The invention also relates to nucleic acid molecules which hybridize to the 
variant alleles identified herein (or their complements) and which also comprise the 
variant nucleotide at the SNP site. Hybridizations are usually performed under 

15 stringent conditions, for example, at a salt concentration of no more than 1 M and a 
temperature of at least 25°C. For example, conditions of 5X SSPE (750 mM NaCl, 
50 mM NaPhosphate, 5 mM EDTA, pH 7.4) and a temperature of 25-30°C, or 
equivalent conditions, are suitable for allele-specific probe hybridizations. 
Equivalent conditions can be determined by varying one or more of the parameters 

20 given as an example, as known in the art, while maintaining a similar degree of 

identity or similarity between the target nucleotide sequence and the primer or probe 
used. 

The invention also relates to nucleic acid molecules which share substantial 
sequence identity to the variant alleles identified herein (or their complements) and 

25 which also comprise the variant nucleotide at the SNP site. Particularly preferred 
are nucleic acid molecules and fragments which have at least about 60%, preferably 
at least about 70, 80 or 85%, more preferably at least about 90%, even more 
preferably at least about 95%, and most preferably at least about 98% identity with 
nucleic acid molecules described herein. The percent identity of two nucleotide or 

30 amino acid sequences can be determined by aligning the sequences for optimal 
comparison purposes (e.g., gaps can be introduced in the sequence of a first 
sequence). The nucleotides or amino acids at corresponding positions are then 

*NSDOOD tWO Oi 192 50 A2 : > 



WO 01/18250 



PCT/US00/24503 



-14- 



compared, and the percent identity between the two sequences is a function of the 
number of identical positions shared by the sequences (i.e., % identity - # of 
identical positions/total # of positions x 100). In certain embodiments, the length of 
a sequence aligned for comparison purposes is at least 30%, preferably at least 40%, 
5 more preferably at least 60%, and even more preferably at least 70%, 80% or 90% of 
the length of the reference sequence. The actual comparison of the two sequences 
can be accomplished by well-known methods, for example, using a mathematical 
algorithm. A preferred, non-limiting example of such a mathematical algorithm is 
described in Karlin et aL, Proc. Natl. Acad. Set. USA, 90:5873-5877 (1993). Such 

10 an algorithm is incorporated into the NBLAST and XBLAST programs (version 2.0) 
as described in Altschul et a/., Nucleic Acids Res., 25:389-3402 (1997). When 
utilizing BLAST and Gapped BLAST programs, the default parameters of the 
respective programs {e.g., NBLAST) can be used. See 
http://www.ncbi.nlm.nih.gov. In one embodiment, parameters for sequence 

1 5 comparison can be set at score=100, wordlength=l2, or can be varied {e.g., W=5 or 
W=20). 

The term "isolated" is used herein to indicate that the material in question 
exists in a physical milieu distinct from that in which it occurs in nature. For 
example, an isolated nucleic acid of the invention may be substantially isolated with 

20 respect to the complex cellular milieu in which it naturally occurs. In some 

instances, the isolated material will form part of a composition (for example, a crude 
extract containing other substances), buffer system or reagent mix. In other 
circumstance, the material may be purified to essential homogeneity, for example as 
determined by PAGE or column chromatography such as HPLC. Preferably, an 

25 isolated nucleic acid comprises at least about 50, 80 or 90 percent (on a molar basis) 
of all macromolecular species present. 

I. Novel Polymorphisms of the Invention 

Some of the novel polymorphisms of the invention are shown in the Table. 
Columns one and two show designations for the indicated polymorphism. Column 
30 three shows the Genbank or TIGR Accession number for the wild type (or reference) 
allele. Column four shows the location of the polymorphic site in the nucleic acid 
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sequence with reference to the Genbank or TIGR sequence shown in column three. 
Column five shows common names for the gene in which the polymorphism is 

| located. Column six shows the polymorphism and a portion of the 3' and 5* flanking 

sequence of the gene. Column seven shows the type of mutation; N, non-sense, S, 

§ 5 silent, M, missense. Columns eight and nine show the reference and alternate 

nucleotides, respectively, at the polymorphic site. Columns ten and eleven show the 
reference and alternate amino acids, respectively, encoded by the reference and 
variant, respectively, alleles. Other novel polymorphisms of the invention are 

, s shown in Fig. 3. 

10 II. Analysis of Polymorphisms 
A. Preparation of Samples 

| Polymorphisms are detected in a target nucleic acid from an individual being 

analyzed. For assay of genomic DNA, virtually any biological sample (other than 
pure red blood cells) is suitable. For example, convenient tissue samples include 
15 whole blood, semen, saliva, tears, urine, fecal material, sweat, buccal, skin and hair. 
For assay of cDNA or mRNA, the tissue sample must be obtained from an organ in 
which the target nucleic acid is expressed. For example, if the target nucleic acid is 
a cytochrome P450, the liver is a suitable source. 

Many of the methods described below require amplification of DNA from 
20 target samples. This can be accomplished by e.g., PCR. See generally PCR 

Technology: Principles and Applications for DNA Amplification (ed. H.A. Erlich, 
Freeman Press, NY, NY, 1992); PCR Protocols: A Guide to Methods and 

§ Applications (eds. Innis, et a/., Academic Press, San Diego, CA, 1990); Mattila et 

al. 9 Nucleic Acids Res. 19, 4967 (1991); Eckert et al. y PCR Methods and 

I 25 Applications 1 , 1 7 ( 1 99 1 ); PCR (eds. McPherson et al., IRL Press, Oxford); and 

U.S. Patent 4,683,202. 

Other suitable amplification methods include the ligase chain reaction (LCR) 
(see Wu and Wallace, Genomics 4, 560 (1989), Landegren et aL, Science 241, 1077 
(1988), transcription amplification (Kwoh et aL, Proc. Natl. Acad. Sci. USA 86, 

j 30 1173 (1989)), and self-sustained sequence replication (Guatelli et al. y Proc, Nat. 

Acad. Sci. USA, 87, 1874 (1990)) and nucleic acid based sequence amplification 
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product which indicates the particular allelic form is present. A control is usually 
performed with a second pair of primers, one of which shows a single base 
mismatch at the polymorphic site and the other of which exhibits perfect 
complementarity to a distal site. The single-base mismatch prevents amplification 
5 and no detectable product is formed. The method works best when the mismatch is 
included in the 3'-most position of the oligonucleotide aligned with the 
polymorphism because this position is most destabilizing to elongation from the 
primer (see, e.g., WO 93/22456). 

4. Direct-Sequencing 

10 The direct analysis of the sequence of polymorphisms of the present invention 

can be accomplished using either the dideoxy chain termination method or the 
Maxam Gilbert method (see Sambrook et al., Molecular Cloning, A Laboratory 
Manual (2nd Ed., CSHP, New York 1989); Zyskind et at. y Recombinant DNA 
Laboratory Manual, (Acad. Press, 1988)). 

15 5. Denaturing Gradient Gel Electrophoresis 

Amplification products generated using the polymerase chain reaction can be 
analyzed by the use of denaturing gradient gel electrophoresis. Different alleles can 
be identified based on the different sequence-dependent melting properties and 
electrophoretic migration of DNA in solution. Erlich, ed., PCR Technology. 

20 Principles and Applications for DNA Amplification, ( W.H. Freeman and Co, New 
York, 1992), Chapter 7. 

6. Single-Strand Conformation Polymorphism Analysis 
Alleles of target sequences can be differentiated using single-strand 
conformation polymorphism analysis, which identifies base differences by alteration 
25 in electrophoretic migration of single stranded PCR products, as described in Orita 
et al., Proc. Nat. Acad. ScL 86, 2766-2770 (1 989). Amplified PCR products can be 
generated as described above, and heated or otherwise denatured, to form single 
stranded amplification products. Single-stranded nucleic acids may refold or form 
secondary structures which are partially dependent on the base sequence. The 
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different electrophoretic mobilities of single-stranded amplification products can be 
related to base-sequence differences between alleles of target sequences. 

7. Single-Base Extension 

An alternative method for identifying and analyzing polymorphisms is based 
5 on single-base extension (SBE) of a fluorescently-labeled primer coupled with 
fluorescence resonance energy transfer (FRET) between the label of the added base 
and the label of the primer. Typically, the method, such as that described by Chen et 
al., (PNAS 94:10756-61 (1997), incorporated herein by reference) uses a locus- 
specific oligonucleotide primer labeled on the 5' terminus with 5-carboxyfluorescein 
10 (FAM). This labeled primer is designed so that the 3 1 end is immediately adjacent 
to the polymorphic site of interest. The labeled primer is hybridized to the locus, 
and single base extension of the labeled primer is performed with fluorescently 
labeled dideoxyribonucleotides (ddNTPs) in dye-terminator sequencing fashion, 
except that no deoxyribonucleotides are present. An increase in fluorescence of the 
15 added ddNTP in response to excitation at the wavelength of the labeled primer is 
used to infer the identity of the added nucleotide. 

111. Methods of Use 

After determining polymorphic form(s) present in an individual at one or more 
polymorphic sites, this information can be used in a number of methods. 

20 A. Forensics 

Determination of which polymorphic forms occupy a set of polymorphic sites 
in an individual identifies a set of polymorphic forms that distinguishes the 
individual. See generally National Research Council, 77ie Evaluation of Forensic 
DNA Evidence (Eds. Pollard et ai, National Academy Press, DC, 1996). The more 

25 sites that are analyzed, the lower the probability that the set of polymorphic forms in 
one individual is the same as that in an unrelated individual. Preferably, if multiple 
sites are analyzed, the sites are unlinked. Thus, polymorphisms of the invention are 
often used in conjunction with polymorphisms in distal genes. Preferred 
polymorphisms for use in forensics are biallelic because the population frequencies 
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of two polymorphic forms can usually be determined with greater accuracy than 
those of multiple polymorphic forms at multi-allelic loci. 

The capacity to identify a distinguishing or unique set of forensic markers in 
an individual is useful for forensic analysis. For example, one can determine 
5 whether a blood sample from a suspect matches a blood or other tissue sample from 
a crime scene by determining whether the set of polymorphic forms occupying 
selected polymorphic sites is the same in the suspect and the sample. If the set of 
polymorphic markers does not match between a suspect and a sample, it can be 
concluded (barring experimental error) that the suspect was not the source of the 
10 sample. If the set of markers does match, one can conclude that the DNA from the 
suspect is consistent with that found at the crime scene. If frequencies of the 
polymorphic forms at the loci tested have been determined (e.g., by analysis of a 
suitable population of individuals), one can perform a statistical analysis to 
determine the probability that a match of suspect and crime scene sample would 
1 5 occur by chance. 

p(ID) is the probability that two random individuals have the same 
polymorphic or allelic form at a given polymorphic site. In biallelic loci, four 
genotypes are possible: AA, AB, BA, and BB. If alleles A and B occur in a haploid 
genome of the organism with frequencies x and y, the probability of each genotype 
20 in a diploid organism is (see WO 95/12607): 
Homozygote: p(AA)= x 2 
Homozygote: p(BB)= y 2 = (1-x) 2 
Single Heterozygote: p(AB)= p(BA)= xy = x(l-x) 
Both Heterozygotes: p(AB+BA)= 2xy = 2x(l-x) 

25 The probability of identity at one locus (i.e, the probability that two 

individuals, picked at random from a population will have identical polymorphic 
forms at a given locus) is given by the equation: 
p(ID) = (x 2 ) 2 + (2xy) : + (r)\ 

These calculations can be extended for any number of polymorphic forms at a 
30 given locus. For example, the probability of identity p(ID) for a 3-allele system 
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where the alleles have the frequencies in the population of x, y and z, respectively, is 
'* equal to the sum of the squares of the genotype frequencies! 

% p(ID) = x 4 + (2xy) 2 + (2yz) 2 + (2xz) 2 + z 4 + y 4 

In a locus of n alleles, the appropriate binomial expansion is used to calculate 
| 5 p(ID) and p(exc). 

The cumulative probability of identity (cum p(ID)) for each of multiple 
unlinked loci is determined by multiplying the probabilities provided by each locus. 
*\ cum p(ID) = p(IDl)p(ID2)p(ID3).... p(IDn) 

The cumulative probability of non-identity for n loci (i.e. the probability that 
10 two random individuals will be different at 1 or more loci) is given by the equation: 
cum p(nonlD) = 1 -cum p(ID). 

If several polymorphic loci are tested, the cumulative probability of non- 
g identity for random individuals becomes very high (e.g., one billion to one). Such 

j; probabilities can be taken into account together with other evidence in determining 

1 5 the guilt or innocence of the suspect. 

B. Paternity Testing 

The object of paternity testing is usually to determine whether a male is the 
father of a child. In most cases, the mother of the child is known and thus, the 
mother's contribution to the child's genotype can be traced. Paternity testing 
20 investigates whether the part of the child's genotype not attributable to the mother is 
consistent with that of the putative father. Paternity testing can be performed by 
analyzing sets of polymorphisms in the putative father and the child. 

§ If the set of polymorphisms in the child attributable to the father does not 

match the set of polymorphisms of the putative father, it can be concluded, barring 

% 25 experimental error, that the putative father is not the real father. If the set of 

polymorphisms in the child attributable to the father does match the set of 
polymorphisms of the putative father, a statistical calculation can be performed to 
determine the probability of coincidental match. 

The probability of parentage exclusion (representing the probability that a 

$ 30 random male will have a polymorphic form at a given polymorphic site that makes 

him incompatible as the father) is given by the equation (see WO 95/12607): 
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p(exc) = xy(l-xy) 

where x and y are the population frequencies of alleles A and B of a biallelic 
polymorphic site. 

(At a triallelic site p(exc) = xy(l-xy) + yz(l- yz) + xz(l-xz)+ 3xyz(l-xyz))), 
5 where x, y and z and the respective population frequencies of alleles A, B and C). 
The probability of non-exclusion is 
p(non-exc)= l-p(exc) 

The cumulative probability of non-exclusion (representing the value obtained 
when n loci are used) is thus: 
10 cum p(non-exc) = p(non-exci)p(non-exc2)p(non-exc3).... p(non-excn) 

The cumulative probability of exclusion for n loci (representing the probability 
that a random male will be excluded) 
cum p(exc) = 1 - cum p(non-exc). 

If several polymorphic loci are included in the analysis, the cumulative 
1 5 probability of exclusion of a random male is very high. This probability can be 
taken into account in assessing the liability of a putative father whose polymorphic 
marker set matches the child's polymorphic marker set attributable to his/her father. 

C Correlation of Polymorphisms with Phenotypic Traits 

The polymorphisms of the invention may contribute to the phenotype of an 

20 organism in different ways. Some polymorphisms occur within a protein coding 
sequence and contribute to phenotype by affecting protein structure. The effect may 
be neutral, beneficial or detrimental, or both beneficial and detrimental, depending 
on the circumstances. For example, a heterozygous sickle cell mutation confers 
resistance to malaria, but a homozygous sickle cell mutation is usually lethal. Other 

25 polymorphisms occur in noncoding regions but may exert phenotypic effects 
indirectly via influence on replication, transcription, and translation. A single 
polymorphism may affect more than one phenotypic trait. Likewise, a single 
phenotypic trait may be affected by polymorphisms in different genes. Further, 
some polymorphisms predispose an individual to a distinct mutation that is causally 

30 related to a certain phenotype. 
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Phenotypic traits include diseases that have known but hitherto unmapped 
genetic components (e.g., agammaglobulimenia, diabetes insipidus, Lesch-Nyhan 
syndrome, muscular dystrophy, Wiskott-Aldrich syndrome, Fabry's disease, familial 
hypercholesterolemia, polycystic kidney disease, hereditary spherocytosis, von 
5 Willebrand's disease, tuberous sclerosis, hereditary hemorrhagic telangiectasia, 
familial colonic polyposis, Ehlers-Danlos syndrome, osteogenesis imperfecta, and 
acute intermittent porphyria). Phenotypic traits also include symptoms of, or 
susceptibility to, multifactorial diseases of which a component is or may be genetic, 
such as autoimmune diseases, inflammation, cancer, diseases of the nervous system, 

10 and infection by pathogenic microorganisms. Some examples of autoimmune 

diseases include rheumatoid arthritis, multiple sclerosis, diabetes (insulin-dependent 
and non-independent), systemic lupus erythematosus and Graves disease. Some 
examples of cancers include cancers of the bladder, brain, breast, colon, esophagus, 
kidney, leukemia, liver, lung, oral cavity, ovary, pancreas, prostate, skin, stomach 

15 and uterus. Phenotypic traits also include characteristics such as longevity, 
appearance (e.g., baldness, obesity), strength, speed, endurance, fertility, and 
susceptibility or receptivity to particular drugs or therapeutic treatments. 

The correlation of one or more polymorphisms with phenotypic traits can be 
facilitated by knowledge of the gene product of the wild type (reference) gene. The 

20 genes in which cSNPs of the present invention have been identified are genes which 
have been previously sequenced and characterized in one of their allelic forms. 

Correlation is performed for a population of individuals who have been tested 
for the presence or absence of a phenotypic trait of interest and for polymorphic 
markers sets. To perform such analysis, the presence or absence of a set of 

25 polymorphisms (i.e. a polymorphic set) is determined for a set of the individuals, 
some of whom exhibit a particular trait, and some of which exhibit lack of the trait. 
The alleles of each polymorphism of the set are then reviewed to determine whether 
the presence or absence of a particular allele is associated with the trait of interest. 
Correlation can be performed by standard statistical methods such as a K-squared 

30 test and statistically significant correlations between polymorphic form(s) and 
phenotypic characteristics are noted. For example, it might be found that the 
presence of allele Al at polymorphism A correlates with heart disease. As a further 
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example, it might be found that the combined presence of allele Al at polymorphism 
A and allele Bl at polymorphism B correlates with increased milk production of a 
farm animal. 

Such correlations can be exploited in several ways. In the case of a strong 
5 correlation between a set of one or more polymorphic forms and a disease for which 
treatment is available, detection of the polymorphic form set in a human or animal 
patient may justify immediate administration of treatment, or at least the institution 
of regular monitoring of the patient. Detection of a polymorphic form correlated 
with serious disease in a couple contemplating a family may also be valuable to the 
1 0 couple in their reproductive decisions. For example, the female partner might elect 
to undergo in vitro fertilization to avoid the possibility of transmitting such a 
polymorphism from her husband to her offspring. In the case of a weaker, but still 
statistically significant correlation between a polymorphic set and human disease, 
immediate therapeutic intervention or monitoring may not be justified. 
1 5 Nevertheless, the patient can be motivated to begin simple life-style changes (e.g., 
diet, exercise) that can be accomplished at little cost to the patient but confer 
potential benefits in reducing the risk of conditions to which the patient may have 
increased susceptibility by virtue of variant alleles. Identification of a polymorphic 
set in a patient correlated with enhanced receptiveness to one of several treatment 
20 regimes for a disease indicates that this treatment regime should be followed. 

For animals and plants, correlations between characteristics and phenotype are 
useful for breeding for desired characteristics. For example, Beitz et al, US 
5,292,639 discuss use of bovine mitochondrial polymorphisms in a breeding 
program to improve milk production in cows. To evaluate the effect of mtDNA D- 
25 loop sequence polymorphism on milk production, each cow was assigned a value of 
1 if variant or 0 if wildtype with respect to a prototypical mitochondrial DNA 
sequence at each of 17 locations considered. Each production trait was analyzed 
individually with the following animal model: 

Y ijkp = ^ + YS, + P, + X k + P, + ... P, 7 + PE n + a„ +e p 
30 where Y, jknp is the milk, fat, fat percentage, SNF, SNF percentage, energy 

concentration, or lactation energy record; u is an overall mean; YS, is the effect 
common to all cows calving in year-season; X k is the effect common to cows in 
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either the high or average selection line; P, to P l7 are the binomial regressions of 
production record on mtDNA D-loop sequence polymorphisms; PE n is permanent 
environmental effect common to all records of cow n; a„ is effect of animal n and is 
composed of the additive genetic contribution of sire and dam breeding values and a 
5 Mendelian sampling effect; and e p is a random residual. It was found that eleven of 
seventeen polymorphisms tested influenced at least one production trait. Bovines 
having the best polymorphic forms for milk production at these eleven loci are used 
as parents for breeding the next generation of the herd. 

D. Genetic Mapping of Phenotypic Traits 
10 The previous section concerns identifying correlations between phenotypic 

traits and polymorphisms that directly or indirectly contribute to those traits. The 
present section describes identification of a physical linkage between a genetic locus 
associated with a trait of interest and polymorphic markers that are not associated 
with the trait, but are in physical proximity with the genetic locus responsible for the 
1 5 trait and co-segregate with it. Such analysis is useful for mapping a genetic locus 
associated with a phenotypic trait to a chromosomal position, and thereby cloning 
gene(s) responsible for the trait. See Lander et al, Proc. Nail. Acad. Sci. (USA) 83, 
7353-7357 (1986); Lander et al, Proc. Natl. Acad. Sci. (USA) 84, 2363-2367 
(1987); Donis-Keller et al, Cell 51, 319-337 (1987); Lander* al., Genetics 121, 
20 185-199 (1989)). Genes localized by linkage can be cloned by a process known as 
directional cloning. See Wainwright, Med. J. Australia 159, 170-174 (1993); 
Collins, Nature Genetics 1, 3-6 (1992). 

Linkage studies are typically performed on members of a family. Available 
members of the family are characterized for the presence or absence of a phenotypic 
25 trait and for a set of polymorphic markers. The distribution of polymorphic markers 
in an informative meiosis is then analyzed to determine which polymorphic markers 
co-segregate with a phenotypic trait. See, e.g., Kerem et al, Science 245, 1073-1080 
(1989); Monaco et al, Nature 316, 842 (1985); Yamoka et al, Neurology 40, 222- 
226 ( 1 990); Rossiter et al., FASEB Journal 5, 2 1 -27 ( 1 99 1 ). 
30 Linkage is analyzed by calculation of LOD (log of the odds) values. A lod 

value is the relative likelihood of obtaining observed segregation data for a marker 
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and a genetic locus when the two are located at a recombination fraction 6, versus 
the situation in which the two are not linked, and thus segregating independently 
(Thompson & Thompson, Genetics in Medicine (5th ed, W.B. Saunders Company, 
Philadelphia, 1991); Strachan, "Mapping the human genome" in The Human 
5 Genome (BIOS Scientific Publishers Ltd, Oxford), Chapter 4). A series of 

likelihood ratios are calculated at various recombination fractions (0), ranging from 
0 = 0.0 (coincident loci) to 0 = 0.50 (unlinked). Thus, the likelihood at a given 
value of 0 is: probability of data if loci linked at 0 to probability of data if loci 
unlinked. The computed likelihoods are usually expressed as the log l0 of this ratio 
10 (i.e., a lod score). For example, a lod score of 3 indicates 1000:1 odds against an 
apparent observed linkage being a coincidence. The use of logarithms allows data 
collected from different families to be combined by simple addition. Computer 
programs are available for the calculation of lod scores for differing values of 0 
(e.g., LIPED, ML1NK (Lathrop, Proc. Nat Acad. ScL (USA) 81, 3443-3446 (1984)). 
15 For any particular lod score, a recombination fraction may be determined from 

mathematical tables. See Smith et al., Mathematical tables for research workers in 
human genetics (Churchill, London, 1961); Smith, Ann. Hum. Genet. 32, 127-150 
(1968). The value of 0 at which the lod score is the highest is considered to be the 
best estimate of the recombination fraction. 

Positive lod score values suggest that the two loci are linked, whereas negative 
values suggest that linkage is less likely (at that value of 0) than the possibility that 
the two loci are unlinked. By convention, a combined lod score of +3 or greater 
(equivalent to greater than 1000:1 odds in favor of linkage) is considered definitive 
evidence that two loci are linked. Similarly, by convention, a negative lod score of - 
2 or less is taken as definitive evidence against linkage of the two loci being 
compared. Negative linkage data are useful in excluding a chromosome or a 
segment thereof from consideration. The search focuses on the remaining non- 
excluded chromosomal locations. 
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IV. Modified Polypeptides and Gene Sequences 

The invention further provides variant forms of nucleic acids and 
corresponding proteins. The nucleic acids comprise one of the sequences described 
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in the Table, column 5, in which the polymorphic position is occupied by one of the 
alternative bases for that position. Some nucleic acids encode full-length variant 
forms of proteins. Similarly, variant proteins have the prototypical amino acid 
sequences encoded by nucleic acid sequences shown in the Table, column 5, (read 
I 5 so as to be in-frame with the full-length coding sequence of which it is a component) 

I except at an amino acid encoded by a codon including one of the polymorphic 

positions shown in the Table. That position is occupied by the amino acid coded by 
the corresponding codon in any of the alternative forms shown in the Table. 

Variant genes can be expressed in an expression vector in which a variant gene 
10 is operably linked to a native or other promoter. Usually, the promoter is a 
eukaryotic promoter for expression in a mammalian cell. The transcription 
regulation sequences typically include a heterologous promoter and optionally an 
enhancer which is recognized by the host. The selection of an appropriate promoter, 
I for example tip, lac, phage promoters, glycolytic enzyme promoters and tRNA 

1 5 promoters, depends on the host selected. Commercially available expression vectors 
can be used. Vectors can include host-recognized replication systems, amplifiable 
genes, selectable markers, host sequences useful for insertion into the host genome, 
and the like. 

The means of introducing the expression construct into a host cell varies 
20 depending upon the particular construction and the target host. Suitable means 

include fusion, conjugation, transfection, transduction, electroporation or injection, 
as described in Sambrook, supra. A wide variety of host cells can be employed for 
expression of the variant gene, both prokaryotic and eukaryotic. Suitable host cells 
include bacteria such as E. coli, yeast, filamentous fungi, insect cells, mammalian 
^ 25 cells, typically immortalized, e.g., mouse, CHO, human and monkey cell lines and 

derivatives thereof. Preferred host cells are able to process the variant gene product 
I to produce an appropriate mature polypeptide. Processing includes glycosylate, 

ubiquitination, disulfide bond formation, general post-translational modification, and 
the like. As used herein, "gene product" includes mRNA, peptide and protein 
30 products. 

The protein may be isolated by conventional means of protein biochemistry 
* and purification to obtain a substantially pure product, i.e., 80, 95 or 99% free of cell 
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component contaminants, as described in Jacoby, Methods in Enzymology Volume 
104, Academic Press, New York (1984); Scopes, Protein Purification, Principles 
and Practice, 2nd Edition, Springer- Verlag, New York (1987); and Deutscher (ed), 
Guide to Protein Purification, Methods in Enzymology, Vol. 182 (1990). If the 
5 protein is secreted, it can be isolated from the supernatant in which the host cell is 
grown. If not secreted, the protein can be isolated from a lysate of the host cells. 

The invention further provides transgenic nonhuman animals capable of 
expressing an exogenous variant gene and/or having one or both alleles of an 
endogenous variant gene inactivated. Expression of an exogenous variant gene is 

10 usually achieved by operably linking the gene to a promoter and optionally an 
enhancer, and microinjecting the construct into a zygote. See Hogan et al. y 
"Manipulating the Mouse Embryo, A Laboratory Manual," Cold Spring Harbor 
Laboratory. Inactivation of endogenous variant genes can be achieved by forming a 
transgene in which a cloned variant gene is inactivated by insertion of a positive 

15 selection marker. See Capecchi, Science 244, 1288-1292 (1989). The transgene is 
then introduced into an embryonic stem cell, where it undergoes homologous 
recombination with an endogenous variant gene. Mice and other rodents are 
preferred animals. Such animals provide useful drug screening systems. 

In addition to substantially full-length polypeptides expressed by variant 

20 genes, the present invention includes biologically active fragments of the 

polypeptides, or analogs thereof, including organic molecules which simulate the 
interactions of the peptides. Biologically active fragments include any portion of the 
full-length polypeptide which confers a biological function on the variant gene 
product, including ligand binding, and antibody binding. Ligand binding includes 

25 binding by nucleic acids, proteins or polypeptides, small biologically active 
molecules, or large cellular structures. 

Polyclonal and/or monoclonal antibodies that specifically bind to variant gene 
products but not to corresponding prototypical gene products are also provided. 
Antibodies can be made by injecting mice or other animals with the variant gene 

30 product or synthetic peptide fragments thereof. Monoclonal antibodies are screened 
as are described, for example, in Harlow & Lane, Antibodies, A Laboratory Manual, 
Cold Spring Harbor Press, New York (1988); Goding, Monoclonal antibodies. 
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Principles and Practice (2d ed.) Academic Press, New York (1986). Monoclonal 
antibodies are tested for specific immunoreactivity with a variant gene product and 
lack of immunoreactivity to the corresponding prototypical gene product. These 
antibodies are useful in diagnostic assays for detection of the variant form, or as an 
5 active ingredient in a pharmaceutical composition. 

V. Kits 

The invention further provides kits comprising at least one allele-specific 
oligonucleotide as described herein. Often, the kits contain one or more pairs of 
allele-specific oligonucleotides hybridizing to different forms of a polymorphism. 

10 In some kits, the allele-specific oligonucleotides arc provided immobilized to a 
substrate. For example, the same substrate can comprise allele-specific 
oligonucleotide probes for detecting at least 10, 100 or all of the polymorphisms 
shown in the Table. Optional additional components of the kit include, for 
example, restriction enzymes, reverse-transcriptase or polymerase, the substrate 

1 5 nucleoside triphosphates, means used to label (for example, an avidin-enzyme 
conjugate and enzyme substrate and chromogen if the label is biotin), and the 
appropriate buffers for reverse transcription, PCR, or hybridization reactions. 
Usually, the kit also contains instructions for carrying out the methods. 
The thrombospondins are a family of extracellular matrix (ECM) 

20 glycoproteins that modulate many cell behaviors including adhesion, migration, and 
proliferation. Thrombospondins (also known as thrombin sensitive proteins or 
TSPs) are large molecular weight glycoproteins composed of three identical 
disulfide-linked polypeptide chains. TSPs are stored in the alpha-granules of 
platelets and secreted by a variety of mesenchymal and epithelial cells (Majack et 

25 a/., Cell Membrane 5:57-77 (1987)). Platelets secrete TSPs when activated in the 
blood by such physiological agonists such as thrombin. TSPs have lectin properties 
and a broad function in the regulation of fibrinolysis and as a component of the 
ECM, and are one of a group of ECM proteins which have adhesive properties. 
TSPs bind to fibronectin and fibrinogen (Lahav et aL, Eur J Biochem 745:151-6 

30 (1984)), and these proteins are known to be involved in platelet adhesion to 

substratum and platelet aggregation (Leung, J Clin Invest 74:1764-1772 (1986)). 



WO 01/18250 



PCT/US00/24503 



-30- 

Recent work has implicated TSPs in response of cells to growth factors. 
Submitogenic doses of PDGF induce a rapid but transitory, increase in TSP 
I synthesis and secretion by rat aortic smooth muscle cells (Majack et aL.JBiol Chem 

> 101: 1059-70 (1985)). PDGF responsiveness to TSP synthesis in glial cells has also 

| 5 been shown (Asch et al, Proc Natl Acad Sci SJ:2904-8 (1986)). TSP mRNA levels 

rise rapidly in response to PDGF (Majack et aLJ Biol Chem 262:8821-5 (1987)). 
TSPs act synergistically with epidermal growth factor to increase DNA synthesis in 
% smooth muscle cells (Majack et a/., Proc Natl Acad Sci 53:9050-4 (1986)), and 

- monoclonal antibodies to TSPs inhibit smooth muscle cell proliferation (Majack et 

10 a/., J Biol Chem 706:415-22 (1988)). TSPs modulate local adhesions in endothelial 
cells, and TSPs, particularly TSP-1 primarily derived from platelet granules, are 
known to be an important activator of transforming growth factor beta-1 (TGFB-1) 
| (Crawford et aL, Cell 95:1 159 (1998)) and appear to be a potential link between 

t platelet-thrombosis and development of atherosclerosis. 

1 5 To determine pivotal genes associated with premature coronary artery disease, 

we analyzed DNA from 347 patients with MI or coronary revascularization before 
age 40 (men) or 45 (women) and 422 general population controls. Cases were 
drawn (one per family) from a retrospective collection of sibling pairs with 
premature CAD. Controls were ascertained through random-digit dialing. Both 
20 cases and controls were Caucasian. A complete database of phenotypic and 

laboratory variables for the affected patients afforded logistic regression to control 
for age, diabetes, body mass index, gender. 

Thrombospondin (TSP) 4 and 1 emerged as important SNPs associated with 
^ premature CAD and MI. For CAD, 148 of 347 patients carried at least one copy of 

25 the TSP-4 variant compared with 1 42 of 422 control subjects; adjusted odds ratio 
I 1 .47, p=0.01 . For premature MI, the association was even stronger: 91 of 1 87 cases 

vs. 142 of 422 controls had the variant; adjusted odds ratio 2.08, p=0.0003. The 
TSP- 1 SNP was rare. Nonetheless, homozygosity for the variant allele gave an 
adjusted odds ratio of 9.5, p=.04. 
30 Specific reference nucleotide (SEQ ID NO: 1 ) and amino acid (SEQ ID NO: 

$ 2) sequences for TSP-1 are shown in Figs. 1 A- ID. Specific reference nucleotide 

(SEQ ID NO: 3) and amino acid (SEQ ID NO: 4) sequences for TSP-4 are shown in 
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Figs. 2A-2C. It is understood that the invention is not limited by these exemplified 
reference sequences, as variants of these sequences which differ at locations other 
& than the SNP sites identified herein can also be utilized. The skilled artisan can 

readily determine the SNP sites in these other reference sequences which correspond 

I 5 to the SNP sites identified herein by aligning the sequence of interest with the 

I 

reference sequences specifically disclosed herein, and programs for performing such 
alignments are commercially available. For example, the ALIGN program in the 
- GCG software package can be used, utilizing a PAM120 weight residue table, a gap 

length penalty of 12 and a gap penalty of 4, for example. 
10 Two SNPs have been specifically studied as described herein. The first 

(G334u4) is a change from A (reference nucleotide) to G (alternate or variant 
nucleotide) at nucleotide position 2210 of the nucleic acid sequence of TSP-1 (Figs. 
, g 1 A- ID), resulting in a missense amino acid mutation from asparagine (reference) to 

^ serine (alternate) at amino acid 700. The second SNP (G355u2) is a change from G 

15 (reference) to C (alternate) at nucleotide position 1 1 86 of the nucleic acid sequence 
of TSP-4 (Figs. 2A-2C), resulting in a missense amino acid alteration from alanine 
(reference) to proline (alternate) at amino acid 387. With respect to the G355u2 
SNP, individuals with CAD carried at least one copy of the variant "C" allele more 
frequently than control individuals (43% as compared with 34%). With respect to 
20 the G355u2 SNP, individuals with MI carried at least one copy of the variant "C" 
allele more frequently than control individuals (49% as compared with 34%). With 
respect to the G334u4 SNP, individuals with CAD carried two copies of the variant 
"G" allele more frequently than control individuals (1.7% as compared with 0.2%). 
^ With respect to the G334u4 SNP, individuals with MI carried two copies of the 

25 variant "G" allele more frequently than control individuals (2% as compared with 
>| 0.2%). 

As used herein, the term "polymorphism" refers to the occurrence of two or 
more genetically determined alternative sequences or alleles in a population. A 
polymorphic marker or site is the locus at which divergence occurs. Preferred 
30 markers have at least two alleles, each occurring at frequency of greater than 1%, 
¥ i and more preferably greater than 10% or 20% of a selected population. A 
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polymorphic locus may be as small as one base pair, in which case it is referred to as 
a single nucleotide polymorphism (SNP). 

Thus, the invention relates to a method for predicting the likelihood that an 
individual will have a vascular disease, or for aiding in the diagnosis of a vascular 

5 disease, or predicting the likelihood of having altered symptomology associated with 
a vascular disease, comprising the steps of obtaining a DNA sample from an 
individual to be assessed and determining the nucleotide present at one or more of 
nucleotide positions 2210 of the TSP-1 gene or 1 186 of the TSP-4 gene. In a 
preferred embodiment, the nucleotides present at both of these nucleotide positions 

10 are determined. In one embodiment the TSP-1 gene has the nucleotide sequence of 
SEQ ID NO: 1 and the TSP-4 gene has the nucleotide sequence of SEQ ID NO: 3. 
The presence of one or more of a G (the variant nucleotide) at position 2210 of SEQ 
ID NO: 1 or a C (the variant nucleotide) at position 1 186 of SEQ ID NO: 1 186 
indicates that the individual has a greater likelihood of having a vascular disease, or 

15 a greater likelihood of having severe symptomology associated with a vascular 
disease, than if that individual had the reference nucleotide at one or more of these 
positions. Conversely, the presence of one or more of an A (the reference 
nucleotide) at position 2210 of SEQ ID NO: 1 or a G (the reference nucleotide) at 
position 1 186 of SEQ ID NO: 3 indicates that the individual has a reduced 

20 likelihood of having a vascular disease or a likelihood of having reduced 

symptomology associated with a vascular disease than if that individual had the 
variant nucleotide at one or more of these positions. 

In a particular embodiment, the individual is an individual at risk for 
development of a vascular disease. In another embodiment the individual exhibits 

25 clinical symptomology associated with a vascular disease. In one embodiment, the 
individual has been clinically diagnosed as having a vascular disease. Vascular 
diseases include, but are not limited to, atherosclerosis, coronary heart disease, 
myocardial infarction (MI), stroke, peripheral vascular diseases, venous 
thromboembolism and pulmonary embolism. In preferred embodiments, the 

30 vascular disease is CAD or MI. 

The genetic material to be assessed can be obtained from any nucleated cell 
from the individual. For assay of genomic DNA, virtually any biological sample 
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(other than pure red blood cells) is suitable. For example, convenient tissue samples 
include whole blood, semen, saliva, tears, urine, fecal material, sweat, skin and hair. 

■d For assay of cDNA or mRNA, the tissue sample must be obtained from a tissue or 

organ in which the target nucleic acid is expressed. 

| 5 Many of the methods described herein require amplification of DNA from 

target samples. This can be accomplished by e.g., PCR. See generally PCR 
Technology: Principles and Applications for DNA Amplification (ed. H. A. Erlich, 
Freeman Press, NY, NY, 1992); PCR Protocols: A Guide to Methods and 
Applications (eds. Innis, et a/., Academic Press, San Diego, CA, 1990); Mattila et 
10 a/., Nucleic Acids Res. 19, 4967 (1991); Eckert et al., PCR Methods and 

Applications 1 , 17 (1991); PCR (eds. McPherson et a/., IRL Press, Oxford); and 
U.S. Patent 4,683,202. 

:i Other suitable amplification methods include the ligase chain reaction (LCR) 

* (see Wu and Wallace, Genomics 4, 560 (1989), Landegren et aL y Science 241, 1077 

15 (1988), transcription amplification (Kwoh et aL, Proc. Natl Acad. Sci. USA 86, 
1 173 (1989)), and self-sustained sequence replication (Guatelli et al. y Proc. Nat. 
Acad. Sci. USA, 87, 1874 (1990)) and nucleic acid based sequence amplification 
(NASBA). The latter two amplification methods involve isothermal reactions based 
on isothermal transcription, which produce both single stranded RNA (ssRNA) and 
20 double stranded DNA (dsDNA) as the amplification products in a ratio of about 30 
or 100 to 1, respectively. 

The nucleotide which occupies the polymorphic site of interest (e.g., 
nucleotide position 2210 in TSP-1 and/or nucleotide position 1 186 in TSP-4) can be 
$ identified by a variety of methods, such as Southern analysis of genomic DNA; 

25 direct mutation analysis by restriction enzyme digestion; Northern analysis of RNA; 
<s denaturing high pressure liquid chromatography (DHPLC); gene isolation and 

sequencing; hybridization of an allele-specific oligonucleotide with amplified gene 
products; single base extension (SBE). In a preferred embodiment, determination of 
the allelic form of TSP is carried out using SBE-FRET methods as described herein, 
30 or using chip-based oligonucleotide arrays as described herein. 
^ The invention also relates to a method for predicting the likelihood that an 

individual will have a vascular disease, or for aiding in the diagnosis of a vascular 
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disease, or predicting the likelihood of having altered symptomology associated with 
a vascular disease, comprising the steps of obtaining a biological sample comprising 
TSP-1 and/or TSP-4 protein or relevant portion thereof from an individual to be 
assessed and determining the amino acid present at one or more of amino acid 
5 positions 700 of the TSP-1 gene product (e.g., as exemplified by SEQ ID NO: 2) or 
387 of the TSP-4 gene product (e.g., as exemplified by SEQ ID NO: 4). In a 
preferred embodiment, the amino acids present at both of these amino acid positions 
are determined. As used herein, the term "relevant portion" of the TSP-1 and TSP-4 
proteins is intended to encompass any portion of the protein which comprises the 

10 polymorphic amino acid positions. The presence of one or more of a serine (the 

variant amino acid) at position 700 of SEQ ID NO: 2, or a proline (the variant amino 
acid) at position 387 of SEQ ID NO: 4 indicates that the individual has a greater 
likelihood of having a vascular disease, or a greater likelihood of having severe 
symptomology associated with a vascular disease, than if that individual had the 

1 5 reference amino acid at one or more of these positions. Conversely, the presence of 
one or more of an asparagine (the reference amino acid) at position 700 of SEQ ID 
NO: 2, or an alanine (the reference amino acid) at position 387 of SEQ I D NO: 4 
indicates that the individual has a reduced likelihood of having a vascular disease or 
a likelihood of having reduced symptomology associated with a vascular disease, 

20 than if that individual had the varaint amino acid at one or more of these positions. 
In a particular embodiment, the individual is an individual at risk for 
development of a vascular disease. In another embodiment the individual exhibits 
clinical symptomology associated with a vascular disease. In one embodiment, the 
individual has been clinically diagnosed as having a vascular disease, 

25 In this embodiment of the invention, the biological sample contains protein 

molecules from the test subject. In vitro techniques for detection of protein include 
enzyme linked immunosorbent assays (ELISAs), Western blots, 
immunoprecipitations and immunofluorescence. Furthermore, in vivo techniques for 
detection of protein include introducing into a subject a labeled anti-protein 

30 antibody. For example, the antibody can be labeled with a radioactive marker whose 
presence and location in a subject can be detected by standard imaging techniques. 
Polyclonal and/or monoclonal antibodies that specifically bind to variant gene 
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products but not to corresponding reference gene products, and vice versa, are also 
provided. Antibodies can be made by injecting mice or other animals with the 
variant gene product or synthetic peptide fragments thereof comprising the variant 
portion. Monoclonal antibodies are screened as are described, for example, in 
5 Harlow & Lane, Antibodies. A Laboratory Manual, Cold Spring Harbor Press, New 
York (1988); Goding, Monoclonal antibodies. Principles and Practice (2d ed.) 
Academic Press, New York (1986). Monoclonal antibodies are tested for specific 
immunoreactivity with a variant gene product and lack of immunoreactivity to the 
corresponding prototypical gene product. These antibodies are useful in diagnostic 

10 assays for detection of the variant form, or as an active ingredient in a 
pharmaceutical composition. 

The polymorphisms of the invention may be associated with vascular disease 
in different ways. The polymorphisms may exert phenotypic effects indirectly via 
influence on replication, transcription, and translation. Additionally, the described 

1 5 polymorphisms may predispose an individual to a distinct mutation that is causally 
related to a certain phenotype, such as susceptibility or resistance to vascular disease 
and related disorders. The discovery of the polymorphisms and their correlation 
with CAD and MI facilitates biochemical analysis of the variant and reference forms 
and the development of assays to characterize the variant and reference forms and to 

20 screen for pharmaceutical agents that interact directly with one or another form of 
the protein. 

Alternatively, these particular polymorphisms may belong to a group of two or 
more polymorphisms in the TSP gene(s) which contributes to the presence, absence 
or severity of vascular disease. An assessment of other polymorphisms within the 

25 TSP gene(s) can be undertaken, and the separate and combined effects of these 
polymorphisms, as well as alternations in other, distinct genes, on the vascular 
disease phenotype can be assessed. 

Correlation between a particular phenotype, e.g., the CAD or Ml phenotype, 
and the presence or absence of a particular allele is performed for a population of 

30 individuals who have been tested for the presence or absence of the phenotype. 

Correlation can be performed by standard statistical methods such as a Chi-squared 
test and statistically significant correlations between polymorphic form(s) and 
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phenotypic characteristics are noted. This correlation can be exploited in several 
ways. In the case of a strong correlation between a particular polymorphic form, 
e.g., the variant allele for TSP-1 and/or TSP-4, and a disease for which treatment is 
available, detection of the polymorphic form in an individual may justify immediate 
5 administration of treatment, or at least the institution of regular monitoring of the 
individual. Detection of a polymorphic form correlated with a disorder in a couple 
contemplating a family may also be valuable to the couple in their reproductive 
decisions. For example, the female partner might elect to undergo in vitro 
fertilization to avoid the possibility of transmitting such a polymorphism from her 

10 husband to her offspring. In the case of a weaker, but still statistically significant 
correlation between a polymorphic form and a particular disorder, immediate 
therapeutic intervention or monitoring may not be justified. Nevertheless, the 
individual can be motivated to begin simple life-style changes (e.g., diet 
modification, therapy or counseling) that can be accomplished at little cost to the 

15 individual but confer potential benefits in reducing the risk of conditions to which 
the individual may have increased susceptibility by virtue of the particular allele. 
Furthermore, identification of a polymorphic form correlated with enhanced 
receptiveness to one of several treatment regimes for a disorder indicates that this 
treatment regimen should be followed for the individual in question. 

20 Furthermore, it may be possible to identify a physical linkage between a 

genetic locus associated with a trait of interest (e.g., CAD or MI) and polymorphic 
markers that are or are not associated with the trait, but are in physical proximity 
with the genetic locus responsible for the trait and co-segregate with it. Such 
analysis is useful for mapping a genetic locus associated with a phenotypic trait to a 

25 chromosomal position, and thereby cloning gene(s) responsible for the trait. See 
Lander et a/., Proc. Natl Acad. ScL (USA) 83, 7353-7357 (1986); Lander et aL 9 
Proc. Nati Acad. ScL (USA) 84, 2363-2367 (1987); Donis-Keller et ai, Cell SI, 
319-337 (1987); Lander a/., Genetics 121, 185-199 (1989)). Genes localized by 
linkage can be cloned by a process known as directional cloning. See Wainwright, 

30 Med. J. Australia 159, 170-174 (1993); Collins, Nature Generics 1, 3-6 (1992). 
Linkage studies are discussed in more detail above. 
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In another embodiment, the invention relates to pharmaceutical compositions 
comprising a reference TSP-1 and/or TSP-4 gene or gene product for use in the 
treatment of vascular disease, e.g., CAD and MI. As used herein, a reference TSP 
gene product is intended to mean gene products which are encoded by the reference 
5 allele of the TSP gene. In addition to substantially fUll-length polypeptides 

expressed by the genes, the present invention includes biologically active fragments 
of the polypeptides, or analogs thereof, including organic molecules which simulate 
the interactions of the peptides. Biologically active fragments include any portion of 
the full-length polypeptide which confers a biological function on the variant gene 

10 product, including ligand binding, and antibody binding. Ligand binding includes 
binding by nucleic acids, proteins or polypeptides, small biologically active 
molecules, or large cellular structures. 

For instance, the polypeptide or protein, or fragment thereof, of the present 
invention can be formulated with a physiologically acceptable medium to prepare a 

15 pharmaceutical composition. The particular physiological medium may include, but 
is not limited to, water, buffered saline, polyols (e.g., glycerol, propylene glycol, 
liquid polyethylene glycol) and dextrose solutions. The optimum concentration of 
the active ingredient(s) in the chosen medium can be determined empirically, 
according to procedures well known to medicinal chemists, and will depend on the 

20 ultimate pharmaceutical formulation desired. Methods of introduction of exogenous 
peptides at the site of treatment include, but are not limited to, intradermal, 
intramuscular, intraperitoneal, intravenous, subcutaneous, oral and intranasal. Other 
suitable methods of introduction can also include rechargeable or biodegradable 
devices and slow release polymeric devices. The pharmaceutical compositions of 

25 this invention can also be administered as part of a combinatorial therapy with other 
agents and treatment regimens. 

The invention further pertains to compositions, e.g., vectors, comprising a 
nucleotide sequence encoding reference or variant TSP-1 and/or TSP-4 gene 
products. For example, reference genes can be expressed in an expression vector in 

30 which a reference gene is operably linked to a native or other promoter. Usually, the 
promoter is a eukaryotic promoter for expression in a mammalian cell. The 
transcription regulation sequences typically include a heterologous promoter and 
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optionally an enhancer which is recognized by the host. The selection of an 
appropriate promoter, for example trp, lac, phage promoters, glycolytic enzyme 
promoters and tRNA promoters, depends on the host selected. Commercially 
available expression vectors can be used. Vectors can include host-recognized 
5 replication systems, amplifiable genes, selectable markers, host sequences useful for 
insertion into the host genome, and the like. 

The means of introducing the expression construct into a host cell varies 
depending upon the particular construction and the target host. Suitable means 
include fusion, conjugation, transfection, transduction, electroporation or injection, 

10 as described in Sambrook, supra. A wide variety of host cells can be employed for 
expression of the variant gene, both prokaryotic and eukaryotic. Suitable host cells 
include bacteria such as E. coli, yeast, filamentous fungi, insect cells, mammalian 
cells, typically immortalized, e.g., mouse, CHO, human and monkey cell lines and 
derivatives thereof. Preferred host cells are able to process the variant gene product 

15 to produce an appropriate mature polypeptide. Processing includes glycosylation, 
ubiquitination, disulfide bond formation, general post-translational modification, and 
the like. 

It is also contemplated that cells can be engineered to express the reference 
allele of the invention by gene therapy methods. For example, DNA encoding the 

20 reference TSP gene product, or an active fragment or derivative thereof, can be 
introduced into an expression vector, such as a viral vector, and the vector can be 
introduced into appropriate cells in an animal. In such a method, the cell population 
can be engineered to inducibly or constitutively express active reference TSP gene 
product. In a preferred embodiment, the vector is delivered to the bone marrow, for 

25 example as described in Corey etai {Science 244:1275-1281 (1989)). 

The invention further relates to the use of compositions (i.e., agonists) which 
enhance or increase the activity of the reference (or variant) TSP (e.g., TSP-1 or 
TSP-4) gene product, or a functional portion thereof, for use in the treatment of 
vascular disease. The invention also relates to the use of compositions (i.e., 

30 antagonists) which reduce or decrease the activity of the variant (or reference) TSP 
(e.g., TSP-1 or TSP-4) gene product, or a functional portion thereof, for use in the 
treatment of vascular disease. 
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The invention also relates to constructs which comprise a vector into which a 
sequence of the invention has been inserted in a sense or antisense orientation. For 
example, a vector comprising a nucleotide sequence which is antisense to the variant 
TSP-1 or TSP-4 allele may be used as an antagonist of the activity of the TSP-1 or 
5 TSP-4 variant allele. Alternatively, a vector comprising a nucleotide sequence of 
the TSP-1 or TSP-4 reference allele may be used therapeutically to treat vascular 
diseases. As used herein, the term "vector" refers to a nucleic acid molecule capable 
of transporting another nucleic acid to which it has been linked. One type of vector 
is a "plasmid", which refers to a circular double stranded DNA loop into which 

10 additional DNA segments can be ligated. Another type of vector is a viral vector, 
wherein additional DNA segments can be ligated into the viral genome. Certain 
vectors are capable of autonomous replication in a host cell into which they are 
introduced (e.g., bacterial vectors having a bacterial origin of replication and 
episomal mammalian vectors). Other vectors (e.g., non-episomal mammalian 

15 vectors) are integrated into the genome of a host cell upon introduction into the host 
cell, and thereby are replicated along with the host genome. Moreover, certain 
vectors, expression vectors, are capable of directing the expression of genes to which 
they are operably linked. In general, expression vectors of utility in recombinant 
DNA techniques are often in the form of plasmids (vectors). However, the invention 

20 is intended to include such other forms of expression vectors, such as viral vectors 
(e.g., replication defective retroviruses, adenoviruses and adeno-associated viruses) 
that serve equivalent functions. 

Preferred recombinant expression vectors of the invention comprise a nucleic 
acid of the invention in a form suitable for expression of the nucleic acid in a host 

25 cell. This means that the recombinant expression vectors include one or more 
regulatory sequences, selected on the basis of the host cells to be used for 
expression, which is operably linked to the nucleic acid sequence to be expressed. 
Within a recombinant expression vector, "operably linked" is intended to mean that 
the nucleotide sequence of interest is linked to the regulatory sequence(s) in a 

30 manner which allows for expression of the nucleotide sequence (e.g., in an in vitro 
transcription/translation system or in a host cell when the vector is introduced into 
the host cell). The term "regulatory sequence" is intended to include promoters, 
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enhancers and other expression control elements (e.g., polyadenylation signals). 
Such regulatory sequences are described, for example, in Goeddel, Gene Expression 
Technology: Methods in Enzymology 185, Academic Press, San Diego, CA (1990). 
Regulatory sequences include those which direct constitutive expression of a 
5 nucleotide sequence in many types of host cell and those which direct expression of 
the nucleotide sequence only in certain host cells {e.g., tissue-specific regulatory 
sequences). It will be appreciated by those skilled in the art that the design of the 
expression vector can depend on such factors as the choice of the host cell to be 
transformed, the level of expression of protein desired, etc. 

10 The expression vectors of the invention can be introduced into host cells to 

thereby produce proteins or peptides, including fusion proteins or peptides, encoded 
by nucleic acids as described herein . The recombinant expression vectors of the 
invention can be designed for expression of a polypeptide of the invention in 
prokaryotic or eukaryotic cells, e.g., bacterial cells such as E. coli, insect cells (using 

15 baculovirus expression vectors), yeast cells or mammalian cells. Suitable host cells 
are discussed further in Goeddel, supra. Alternatively, the recombinant expression 
vector can be transcribed and translated in vitro, for example using T7 promoter 
regulatory sequences and T7 polymerase. 

Another aspect of the invention pertains to host cells into which a recombinant 

20 expression vector of the invention has been introduced. The terms "host cell" and 
"recombinant host cell" are used interchangeably herein. It is understood that such 
terms refer not only to the particular subject cell but also to the progeny or potential 
progeny of such a cell. Because certain modifications may occur in succeeding 
generations due to either mutation or environmental influences, such progeny may 

25 not, in fact, be identical to the parent cell, but are still included within the scope of 
the term as used herein. A host cell can be any prokaryotic or eukaryotic cell. For 
example, a nucleic acid of the invention can be expressed in bacterial cells {e.g., E. 
coli), insect cells, yeast or mammalian cells (such as Chinese hamster ovary cells 
(CHO) or COS cells). Other suitable host cells are known to those skilled in the art. 

30 Vector DNA can be introduced into prokaryotic or eukaryotic cells via 

conventional transformation or transfection techniques. As used herein, the terms 
"transformation" and "transfection" are intended to refer to a variety of 
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art-recognized techniques for introducing foreign nucleic acid (e.g., DNA) into a 
host cell, including calcium phosphate or calcium chloride co-precipitation, 
DEAE-dextran-mediated transfection, lipofection, or electroporation. Suitable 
methods for transforming or transfecting host cells can be found in Sambrook, et al. 
5 (supra), and other laboratory manuals. 

A host cell of the invention, such as a prokaryotic or eukaryotic host cell in 
culture, can be used to produce (i.e., express) a polypeptide of the invention. 
Accordingly, the invention further provides methods for producing a polypeptide 
using the host cells of the invention. In one embodiment, the method comprises 
10 culturing the host cell of the invention (into which a recombinant expression vector 
encoding a polypeptide of the invention has been introduced) in a suitable medium 
such that the polypeptide is produced. In another embodiment, the method further 
comprises isolating the polypeptide from the medium or the host cell. 

The host cells of the invention can also be used to produce nonhuman 
1 5 transgenic animals. For example, in one embodiment, a host cell of the invention is 
a fertilized oocyte or an embryonic stem cell into which a nucleic acid of the 
invention has been introduced. Such host cells can then be used to create 
non-human transgenic animals in which exogenous nucleotide sequences have been 
introduced into their genome or homologous recombinant animals in which 
20 endogenous nucleotide sequences have been altered. Such animals are useful for 
studying the function and/or activity of the nucleotide sequence and polypeptide 
encoded by the sequence and for identifying and/or evaluating modulators of their 
activity. As used herein, a "transgenic animal" is a non-human animal, preferably a 
mammal, more preferably a rodent such as a rat or mouse, in which one or more of 
25 the cells of the animal includes a transgene. Other examples of transgenic animals 
include non-human primates, sheep, dogs, cows, goats, chickens, amphibians, etc. A 
transgene is exogenous DNA which is integrated into the genome of a cell from 
which a transgenic animal develops and which remains in the genome of the mature 
animal, thereby directing the expression of an encoded gene product in one or more 
30 cell types or tissues of the transgenic animal. As used herein, an "homologous 

recombinant animal" is a non-human animal, preferably a mammal, more preferably 
a mouse, in which an endogenous gene has been altered by homologous 
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recombination between the endogenous gene and an exogenous DNA molecule 
introduced into a cell of the animal, e.g., an embryonic cell of the animal, prior to 
development of the animal. 

A transgenic animal of the invention can be created by introducing a nucleic 
5 acid of the invention into the male pronuclei of a fertilized oocyte, e.g., by 
microinjection, retroviral infection, and allowing the oocyte to develop in a 
pseudopregnant female foster animal. The sequence can be introduced as a 
transgene into the genome of a non-human animal. Intronic sequences and 
polyadenylation signals can also be included in the transgene to increase the 

10 efficiency of expression of the transgene. A tissue-specific regulatory sequence(s) 
can be operably linked to the transgene to direct expression of a polypeptide in 
particular cells. Methods for generating transgenic animals via embryo 
manipulation and microinjection, particularly animals such as mice, have become 
conventional in the art and are described, for example, in U.S. Patent Nos. 4,736,866 

15 and 4,870,009, U.S. Patent No. 4,873,191 and in Hogan, Manipulating the Mouse 
Embryo (Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1986). 
Similar methods are used for production of other transgenic animals. A transgenic 
founder animal can be identified based upon the presence of the transgene in its 
genome and/or expression of mRNA in tissues or cells of the animals. A transgenic 

20 founder animal can then be used to breed additional animals carrying the transgene. 
Moreover, transgenic animals carrying a transgene encoding the transgene can 
further be bred to other transgenic animals carrying other transgenes. 

The invention also relates to the use of the variant and reference gene products 
to guide efforts to identify the causative mutation for vascular diseases or to identify 

25 or synthesize agents useful in the treatment of vascular diseases, e.g., CAD and MI. 
Amino acids that are essential for function can be identified by methods known in 
the art, such as site-directed mutagenesis or alanine-scanning mutagenesis 
(Cunningham et ai, Science, 244:1081-1085 (1989)). The latter procedure 
introduces single alanine mutations at every residue in the molecule. The resulting 

30 mutant molecules are then tested for biological activity in vitro, or in vitro activity. 
Sites that are critical for polypeptide activity can also be determined by structural 
analysis such as crystallization, nuclear magnetic resonance or photoaffinity labeling 
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(Smith et aL,J. Mol Biol., 224:899-904 (1992); de Vos et al Science, 255:306-312 
(1992)). 

Another aspect of the invention pertains to monitoring the influence of agents 
(e.g., drugs, compounds) on the expression or activity of proteins of the invention in 
5 clinical trials. An exemplary method for detecting the presence or absence of 

proteins or nucleic acids of the invention in a biological sample involves obtaining a 
biological sample from a test subject and contacting the biological sample with a 
compound or an agent capable of detecting the protein, or nucleic acid (e.g., mRNA, 
genomic DNA) that encodes the protein, such that the presence of the protein or 

10 nucleic acid is detected in the biological sample. A preferred agent for detecting 
mRNA or genomic DNA is a labeled nucleic acid probe capable of hybridizing to 
mRNA or genomic DNA sequences described herein, preferably in an allele-specific 
manner. The nucleic acid probe can be, for example, a full-length nucleic acid, or a 
portion thereof, such as an oligonucleotide of at least 15, 30, 50, 100, 250 or 500 

15 nucleotides in length and sufficient to specifically hybridize under stringent 

conditions to appropriate mRNA or genomic DNA. Other suitable probes for use in 
the diagnostic assays of the invention are described herein. 

The invention also encompasses kits for detecting the presence of proteins or 
nucleic acid molecules of the invention in a biological sample. For example, the kit 

20 can comprise a labeled compound or agent (e.g., nucleic acid probe) capable of 
detecting protein or mRNA in a biological sample; means for determining the 
amount of protein or mRNA in the sample; and means for comparing the amount of 
protein or mRNA in the sample with a standard. The compound or agent can be 
packaged in a suitable container. The kit can further comprise instructions for using 

25 the kit to detect protein or nucleic acid. 



The following Examples are offered for the purpose of illustrating the present 
invention and are not to be construed to limit the scope of this invention. The 
teachings of all references cited herein are hereby incorporated herein by reference. 
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EXAMPLES 
Identification of Single Nucleotide Polymorphisms 

The polymorphisms shown in the Table were identified by resequencing of 
target sequences from individuals of diverse ethnic and geographic backgrounds by 
5 hybridization to probes immobilized to microfabricated arrays. The strategy and 
principles for design and use of such arrays are generally described in WO 
95/11995. 

A typical probe array used in this analysis has two groups of four sets of 
probes that respectively tile both strands of a reference sequence. A first probe set 

1 0 comprises a plurality of probes exhibiting perfect complementarily with one of the 
reference sequences. Each probe in the first probe set has an interrogation position 
that corresponds to a nucleotide in the reference sequence. That is, the interrogation 
position is aligned with the corresponding nucleotide in the reference sequence, 
when the probe and reference sequence are aligned to maximize complementarily 

1 5 between the two. For each probe in the first set, there are three corresponding 

probes from three additional probe sets. Thus, there are four probes corresponding 
to each nucleotide in the reference sequence. The probes from the three additional 
probe sets are identical to the corresponding probe from the first probe set except at 
the interrogation position, which occurs in the same position in each of the four 

20 corresponding probes from the four probe sets, and is occupied by a different 

nucleotide in the four probe sets. In the present analysis, probes were 25 nucleotides 
long. Arrays tiled for multiple different references sequences were included on the 
same substrate. 

Publicly available sequences for a given gene were assembled into Gap4 
25 (http://www.biozentrum.unibas.ch/-biocomp/staden/Overview.html). PCR primers 
covering each exon were designed using Primer 3 (http://www- 
genome.wi.mit.edu/cgi-bin/primer/primer3.cgi). Primers were not designed in 
regions where there were sequence discrepancies between reads. Genomic DNA 
was amplified in at least 50 individuals using 2.5 pmol each primer, 1.5 mM MgCl 2 , 
30 100 ^iM dNTPs, 0.75 ^lM AmpliTaq GOLD polymerase, and 19 ng DNA in a 15 |ll 
reaction. Reactions were assembled using a PACKARD MultiPROBE robotic 
pipetting station and then put in MJ 96-well tetrad thermocyclers (96°C for 10 
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minutes, followed by 35 cycles of 96°C for 30 seconds, 59°C for 2 minutes, and 
72°C for 2 minutes). A subset of the PCR assays for each individual were run on 
3% NuSieve gels in 0.5X TBE to confirm that the reaction worked. 

For a given DNA, 5 |il (about 50 ng) of each PCR or RT-PCR product were 
5 pooled (Final volume = 1 50-200 J-tl). The products were purified using QiaQuick 
PCR purification from Qiagen. The samples were eluted once in 35 [il sterile water 
and 4 |il I OX One-Phor-All buffer (Pharmacia). The pooled samples were digested 
with 0.2 [i DNasel (Promega)for 10 minutes at 37°C and then labeled with 0.5 
nmois biotin-N6-ddATP and 15 [i Terminal Transferase (GibcoBRL Life 
10 Technology) for 60 minutes at 37°C. Both fragmentation and labeling reactions 
were terminated by incubating the pooled sample for 15 minutes at 100°C. 

Low-density DNA chips (Affymetrix,CA) were hybridized following the 
manufacturer's instructions. Briefly, the hybridization cocktail consisted of 3M 
TMAC1, 10 mM Tris pH 7.8, 0.01% Triton X-100, 100 mg/ml herring sperm DNA 
15 (Gibco BRL), 200 pM control biotin-labeled oligo. The processed PCR products 
were denatured for 7 minutes at 100°C and then added to prewarmed (37°C) 
hybridization solution. The chips were hybridized overnight at 44°C. Chips were 
washed in IX SSPET and 6X SSPET followed by staining with 2 fig/ml SARPE 
and 0.5 mg/ml acetylated BSA in 200 [Ll of 6X SSPET for 8 minutes at room 
20 temperature. Chips were scanned using a Molecular Dynamics scanner. 

Chip image files were analyzed using Ulysses (Affymetrix, CA) which uses 
four algorithms to identify potential polymorphisms. Candidate polymorphisms 
were visually inspected and assigned a confidence value: high confidence 
candidates displayed all three genotypes, while likely candidates showed only two 
25 genotypes (homozygous for reference sequence and heterozygous for reference and 
variant). Some of the candidate polymorphisms were confirmed by ABI sequencing. 
Identified polymorphisms were compared to several databases to determine if they 
were novel. Results are shown in the Table. 

Association of Thrombospondin Gene Polymorphisms with Vascular Disease 
30 To determine pivotal genes associated with premature coronary artery disease, 

we analyzed DNA from 347 patients with MI or coronary revascularization before 
age 40 (men) or 45 (women) and 422 general population controls. Cases were 
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drawn (one per family) from a retrospective collection of sibling pairs with 
premature CAD. Controls were ascertained through random-digit dialing. Both 
cases and controls were Caucasian. A complete database of phenotypic and 
laboratory variables for the affected patients afforded logistic regression to control 

5 for age, diabetes, body mass index, gender. 

Thrombospondin (TSP) 4 and 1 emerged as important SNPs associated with 
premature CAD and ML For CAD, 148 of 347 patients carried at least one copy of 
the TSP-4 variant compared with 142 of 422 control subjects; adjusted odds ratio 
1 .47, p=0.01 . For premature MI, the association was even stronger: 9 1 of 1 87 cases 

10 vs. 142 of 422 controls had the variant; adjusted odds ratio 2.08, p=0.0003. The 
TSP-1 SNP was rare. Nonetheless, homozygosity for the variant allele gave an 
adjusted odds ratio of 9.5, p=.04. 
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receptor superfamily, member 5 
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AAATGGTATA [A/TJ AATTCAAAAT 


| TTATCTACCA (G/C) TGCTTCTCAA 


ATTGATCAAA (G/A] CCAATCTTTG 


ATTTAAGGAC [G/A] AGACCAGCAG 


CAAGTCAACA [T/C] TGGATATTGT 


TGCATGTGAT [C/T] AAGCGAGATG 


CAACACAGCT [C/A] GATATGTGGA 


; GAAGATTGCA (A/C] AGTATGGTAT 


GAGTATGAAA [G/C] ATGACAGCAT 


TCAGCACTGG [G/C] AATCCCTGAA 


TCGCTGCGCC (T/G) CCACTATGCT 


TTGACCTCTC [C/G) AAGGACATTC 


1 CCTTGATGGC [G/A] TATATTTCAG 


ICAM1, intercellular adhesion 
molecule 1 (CD54), human 
rhinovirus receptor 


ICAMi, intercellular adhesion 
molecule 1 (CDS4), human 
rhinovirus receptor 


AGA, aspartylglucosaminidase 


AGA, aspartylglucosaminidase 
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RRMI, ribonucleotide reductase Ml 
polypeptide 


RRMI, ribonucleotide reductase Ml! 
polypeptide | 


KRMl, ribonucleotide reductase Ml 
polypept ide 


RRMi, ribonucleotide reductase Ml 
polypeptide 


RRMI, ribonucleotide reductase Ml 
polypeptide 


jRRMl, ribonucleotide reductase Ml 
polypeptide 


RRMI, ribonucleotide reductase Ml : 
polypeptide 


RRM2, ribonucleotide reductase M2 
polypeptide 


RRM2 , ribonucleotide reductase M2 
polypeptide 


RRM2 , ribonucleotide reductase M2 
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P0LR2B, polymerase (RNA) II (DNA 
directed) polypeptide B (140kD) 
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f>OLR2B, polymerase (RNA) II (DNA J 
directed) polypeptide B (140kD) | 


P0LR2B, polymerase (RNA) II (DNA 
directed) polypeptide B (140kD) 


POLR2B , polymerase (RNA) II (DNA 
directed) polypeptide B (140kD) 
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directed) polypeptide B (140kD) j 


P0LR2A, polymerase (RNA) II (DNA 
directed) polypeptide A (220kD) 
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PLCB3 , phospholipase C, beta 3 
(phosphatidylinoaitol -specific) 


PLCS 3 , phospholipase C, beta 3 
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(phosphat idyl inositol -specific) 


PLCB3, phospholipase C, beta 3 ! 
(phosphat idyl inositol -specific) 


PLCB3 , phospholipase C, beta 3 
(phosphat idyl inositol -specific) 
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receptor 1A 
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associated protein 1) 
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ZNF42, zinc finger protein 42 
(myeloid- specif ic retinoic acid- 
responsive) I 


GRLFl, glucocorticoid receptor 
DNA binding factor 1 
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GRLFl, glucocorticoid receptor 
DNA binding factor 1 | 


ACADSB, acyl- Coenzyme A 
dehydrogenase, short/branched 
chain ! 


SMARCAl , SWI/SNF related, matrix 
associated, actin dependent 
regulator of chromatin, subfamily 
[a, member 1 
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associated, actin dependent 
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a, member 1 
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1, peroxisomal 
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BR140: bromodoma in- containing 
protein, 140kD (peregrin) 


B-cell - specif ic transcription 
factor 


B-cell - specif ic transcription 
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SATB1, special AT- rich sequence 
binding protein 1 (binds to 
nuclear matrix/scaffold- 
associating DNA's) 
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binding protein 1 (binds to 
nuclear matrix/scaffold- 
associating DNA's) 
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precursor, mRNA, complete cds. 
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syndrome) 


KLKBl , kallikrein B plasma, 
( Fletcher factor) 1 


HRG, histidine-rich glycoprotein 


HRG, histidine-rich glycoprotein 


HRG, histidine-rich glycoprotein 


|SAA1, serum amyloid Al 


I SAAl, serum amyloid Al 


(SAAl , serum amyloid Al 


CO 

*y 

CM 


fN 

in 
m 


1350 


in 

CO 

«r 


o 

CD 


1361 


3817 


ZZL 


2022 


3603 


2270 


in 

CO 
fH 


66SI 


1083 


j 1140 


in 
tn 

tN 


CO 
fN 


in 
o 


in 
cn 

fN 


fN 
CO 


2514 


fN 

vo 

CO 

r- 

fN 

H 
X 


HT0791 


HT0791 j 


HT27930 | 


HT28104 


HT0915 


HT0962 


HT0962 


HT0962 


HT0962 


HT0962 


HT1009 


HTlOll 


HTlOll 


HTlOll 


|HT1087 


|HT1087 


|HT1087 


|HT1087 


|HT1087 


HT1141 


WIAF-13865 


WIAF-10136 


r- 
r-l 

O 
< 

s 


\D 
CO 
rH 

< 

IH 

3 

CO 

o 

fN 
rO 
O 


\o 

fN 

m 

f> 

tu 
< 

3_ 

CO 
fN 

n 
O 


\o 
io 
o 
o 

u, 
<f 

rH 

3 

fN 

r"> 
O 


WIAF-10106 


WIAF-10113 


WIAF-10114 


WIAF-10116 


r- 

o 

tu 
< 


vo 
n 
O 
o 

< 

*H 


fN 

m 
o 
o 

a, 
-< 

rH 


WIAF-10054 


in 
in 
o 
o 

tl, 

s 


m 

T 

o 
< 

fH 
^ 


|WIAF-10511 1 


[wiAF-10512 


lwiAF-13126 


r- 

fN 
rH 
CI 

tu 
< 


o 
o 

rH 

(JL 
< 
rH 


G3184U2 


rH 

3 
O 

fN 
fl 
O 


fN 

O 
fN 

m 
U 


3 
m 

fN 

o 


<N 

3 

m 

fN 

O 


m 
3 
in 

fN 

r*i 
O 


*r 

3 

in 

(N 

f> 


in 

3 

in 

fN 

O 


3 
<o 

fN 

m 
O 


3 

r- 

fN 

fn 
U 


fN 

3 
r- 

CN 

f> 
O 


3 
t> 
rvi 

O 


3 
CO 

n 
n 
O 


CN 

CO 
(N 

o 


f*1 
ro 
CO 
CN 

O 


fTJ 
CO 
CN 
f*l 
U 


in 

(0 
CO 
fN 

m 
U 


3 

o> 

fN 
O 



^NSDOCIO <WO 



0118250A2 



WO 01/18250 



PCT/USOO/24503 



-130- 



u 


O 


to 




M Z J 


W M 


rH 




□ 


u 


J 


> 


J 






U 


a 


cn 


to 




tu Z i-3 


* E-* 


> 


* 


Q 


u 


J 


> 




* 




to 

o 


< 


o 






< H «< 


o t> 






E- 


< 


e 


o 


U 


O 


< 


u 


< 


(J 




f- u e> 


< u 


o 


< 


U 


O 


o 


H 


H 


H 


o 


< 


V 




to 




z to to 


z z 


z 


Z 


to 


CO 


to 


CO 


0) 


to 


CO 


z 


rATGCCCGGA [C/A) ACCATGAACA 1 


GTTCATGCTC (A/G) GCTTCCTCCG 1 


CCATAAAAAG (C/T) ATAAGCCAGC 


CAGCCTGGAC (G/A) AGAGCCCCAT 


GGGCATCAGC (T/A] TCTATGAGGA 
ACTTTGCCAA [C/T] GTGCAGGAGC 


GTTCTTGCTG [A/G) AATGGTCCTT 
jAAGGCCAACA HC/T] AGCTGCAGGC 


ICAGCAACATT [G/A] TCAAGACTGA | 


IGGGTGCAGTT I A/G ) GTCTATGTGT 


| TTTTTGTGGA (C/T] TTCCGTGAGA 


CAGGCCAGGA [G/A] ATCACTGAAA 


TCAACAACCT [C/T] GTGAACGCCA 


AGAAGCACGT (T/G ] TGCCACATCC 


TGTGGTGAAG [T/C] TGACAGGTGG 


CCCACTCCCG (T/C] GGCAGCATGA 


TCGGATGCAA [G/A) TCCAGGCCCA 


lAAAGAGTTTC (A/G) GTCAGAGTTC 


PLCGl, phospholipase C, gamma 1 
(formerly subtype 14 6) 


PLCGl , phospholipase C, gamma 1 ; 
(formerly subtype 148) |< 


FUBP, far upstream element 
binding protein 


transcription factor TFIIIC, RNA 
polymerase III, alpha subunit 


transcription factor TFIIIC, RNA 
polymerase III, alpha subunit 
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ACAGCCGGCC [G/A] ACTTTGGAGG 


TCTTGGATCA (G/C) CTGAACTATG 


CAAAAAGCCT (G/C] CATCAGAGCT 
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SMARCA3, SWI/SNF related, matrix 
associated, actin dependent 
regulator of chromatin, subfamily 
a, member 3 


SMARCA3, SWI/SNF related, matrix 1 
associated, actin dependent ' 
regulator of chromatin, subfamily 
a, member 3 


BCL6, B-cell CLL/ lymphoma 6 {2inc 
finger protein 51) 


BCL6 , B-cell CLL/lymphoma S (zincl 
finger protein 51) j 


STAT2, signal transducer and 
activator of transcription 2, 
113kD 


STAT 2 , signal transducer and 
activator of transcription 2, 
! 113kD 


jtranscription factor znf6 | 


transcription factor znf6 j 
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|THBS1, thrombospondin 1 


|l 1BS1, thrombospondin 1 


[THBSl, thrombospondin 1 


|THBS1, thrombospondin 1 


ZNF76, zinc finger protein 76 
(expressed in testis) 


ZNF76, zinc finger protein 76 
(expressed in testis) 
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GACTGGAAGG [C/G] AAAGTCAAAC 


TTACCTCCTG (G/A] ACATGGACCG 


TCCCAGATTT (T/C] CAGTCTGATA 


CTGGAAGGCA (A/G] AGTCAAACAG 


AGAGCATGTC (C/A] AATGTTCCAT 


ATCTCAATCG ( A/G ] CACAAGCTCT | 


AAAGGAGACA [G/T] GACGGCAGGA 


TGAAGCTCAC [T/A] CTTTATAATC 


CTCAACAGAC (A/G] GCTTCCTTGA 


AGAGCCAGAG (C/T] TCTACCTCGA 


GCTCAGACAG [G/A] GAACCCTGAG 
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| AACTGCCTGA [G/A] TGTCTTAAAT 
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GCCCTCAAGG [G/A] CTGAAAATAA 


ATGAGTACGA (T/CJ GAGCTTCCAG 


TCATGGGTCT fG/A] GATGGGGCCA 


CTCAGATCCA [T/C] TGGACACTTT 


CGCAGGCTGA [A/G) GTGGGAGTAC 


AGGCCTTGTC (T/C) CCTTTCTATT 


HKl , hexokinase 1 
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adhesion molecule (CD31 antigen) 
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adhesion molecule (CD31 antigen) 
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GGCACCCAAT [G/A] GAAGCCATGC 


TCATGGGCCT [G/A] GCAGTGGTGC 


CGTCACGCAG (G/C) AAAGGGACGA 


AGGCCTATGG [G/C] AATGGCTACT 


| CACTCTCTGG [A/G] TATGAAGAGC 


NAPG, N-ethylmaleimide-sensit ive | 
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transcript 1 


cystathionine beta synthase, alt, 
transcript 1 
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receptor, surface 


ADRB2, adrenergic, beta-2-, 
receptor, surface 


JADRB2, adrenergic, beta-2-, 
256|receptor, surface 
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transporter 
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TGGAGCTCCA [C/A] AGAAGGATGT 


CACCTCCCAC tG/A] TCCCGGAGGT 


| CTGGACAGGG [T/C] GACCCGAGAG 


j CAAGAGCTAC [ A/G J TCATCGCTGG 


|TGGCACACAT(C/T] CTGGGCATCC 
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alpha subunit 


| 4435jFASN, fatty acid synthase 


1 5996|FASN, fatty acid synthase 


j FASN, fatty acid synthase 


j FASN , fatty acid synthase 


[FASN, fatty acid synthase 


| FASN, fatty acid synthase 


PCCB, propionyl Coenzyme A 
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binding transcription factor 2 
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binding transcription factor 2 


SELPLG, selectin P ligand 1 


N0S3, nitric oxide synthase 3 
(endothelial cell) 
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Golgi protein, peripheral, 
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TX3FBR3 , transforming growth 
factor, beta receptor III 
(betaglycan, 300kD) 


TGFBR3, transforming growth 
factor, beta receptor III 
(betaglycan, 300kD) 


TGFBR3 , transforming growth 
factor, beta receptor III 
(betaglycan, 300kD) 


TGFBR3 , transforming growth 
factor, beta receptor III 
(betaglycan, 300kD> 


TGFBR3, transforming growth 
factor, beta receptor III 
(betaglycan, 300kD) 


TGFBR3, transforming growth 
factor, beta receptor III 
(betaglycan, 300kD) 


SPTBNl, spectrin, beta, non- 
erythrocytic 1 


SPTBNl, spectrin, beta, non- 
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erythrocytic 1 


SPTBNl, spectrin, beta, non- 
erythrocytic 1 


SPTBNl, spectrin, beta, non- 
erythrocytic 1 


|TPM4, tropomyosin 4 


MFAPl , microfibrillar -associated 
protein 1 


|MFAP1 , microf ibrillar-associated 
Iprotein 1 
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| ACCCCAAACC [C/T) GAGGTTGCTG 


TTTGGCAGAA [G/A) AAGCCACGTT 


GTTACATGAT [C/T] GACAACGTGA 


TAAAGGTTTC [C/T] AACACCCTGG 


ATP5A1, ATP synthase, H+ 
transporting, mitochondrial Fl 
complex, alpha subunit, isoform 1, 
cardiac muscle 
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ATP5D, ATP synthase, H+ 
transporting, mitochondrial Fl 
complex, delta subunit 


PDGFRB, platelet-derived growth J 
factor receptor, beta polypeptide | 


PDGFRB, platelet -derived growth 
factor receptor, beta polypeptide 
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IpDGFRB, platelet-derived growth 
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factor receptor, beta polypeptide 
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ATPSO, ATP synthase, H+ 
transporting, mitochondrial Fl 
complex, 0 subunit (oligomycin 
sensitivity conferring protein) 


ATP50, ATP synthase, Hi- 
transporting, mitochondrial Fl 
complex, 0 subunit (oligomycin 
sensitivity conferring protein) 
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transporting, mitochondrial Fl 
complex, 0 subunit (oligomycin 
sensitivity conferring protein) 
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ATPase, Ca2+ transporting, plasma 
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ATPase, Ca2+ transporting, plasma 
membrane, isoform 2 


ATPase, Ca2+ transporting, plasma 
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transporting, plasma membrane 4 
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CGAGGCTGCT [G/A] TTACGGCTCA 


CAGTGACGGG [G/A] ACAAAGGTCT 
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EDNl, endothelin 1 | 


EDNl , endothelin 1 | 


ATPIGI, ATPase, Na+/K+ j 
transporting, gamma 1 polypeptide j 


ATPIGI, ATPase, Na+/K+ 
transporting, gamma 1 polypeptide 


ATPIGI, ATPase, Na+/K+ 
transport ing , gamma 1 polypeptide 


ATPIGI, ATPase, Na+/K+ 
transporting, gamma 1 polypeptide 


AMFR, autocrine motility factor 
receptor 


SELL, selectin L (lymphocyte 1 
adhesion molecule 1) 


SELL, selectin L (lymphocyte 
adhesion molecule 1) 


SELL, selectin L (lymphocyte 
adhesion molecule 1) 


SELL, selectin L (lymphocyte 
adhesion molecule 1) 


MGAT2, mannosyl (alpha- 1 , 6 - ) - 
glycoprotein beta-l,2-N- 
acetylglucosaminyl transferase 
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TGCCACAAGA IG/A] AGCAGGAGTT 


AACTACAACT [G/T] GTCACTTACA 


AGGGCTGAGC (C/A) TTCAGGCAGC 


AGTATGATCT [A/G | TCTGACATGC 


ATTTCTTTAA IC/T] AACTACAAGA 


|GTGCAGAAGA (C/A] TATCTATCCG I 


[AAGACTATCT (A/C] TCCGTGGTCC 


TTGTTGAGCT [C/T] GTGAAACACA 


CAGGGCGGAC [C/T] TTGCCAAGTA 


TATCTATCCG |T/A] GGTCCTGAAC 


1 CCAGAATGCG [C/T] TATTAGTTCG j 
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AGAATGGGCA [ C/T ] GTGGATATAG 


AAAGTATGAA [A/G] TTCCTGAAGG 


beta-1,4 N- 

acetylgalactosaminy It ransf erase 
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acetylgalac tosaminy It ransf erase 
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sialy transferase) 
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domain 1 
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I TCTACTGCCA [C/T] GAGTACTTCA 


ACGGGGTCCA [C/T] GCCACTAAGC 


| GGAGGCCATA [C/T] TGGACATAAT 


1 CAGACACACC [T/C] AGTGGAGACA 


AAGGAGGACT [A/G] TCACAAGTCC 


TGGTGGAGAA [G/A) TCAGTGACAG 


ATTGGCTACC [C/T] AGTGATGATC 


TGGAGAAGTC [A/C] GTGACAGGTT 


GACACCATTG (G/A) CTACCCAGTG 


AGCCTGTTTT [G/T] AATATCACAA 


CACAAAGGCC [T/C] TTGCTATGAC 


AAAGCTACCA [C/A] CATTACATCA 


GTGCCAACGT (T/C) CCTCAACCGT | 


j BARDl , BRCAl associated RING 
domain 1 


CDHJ3, cadherin 13, H-cadherin 
(heart ) 


S100A3, SlOO calcium-binding 
protein A3 


S100A3, SlOO calcium-binding 
protein A3 


S100A3, SlOO calcium-binding 
protein A3 i 


PDGFA, platelet-derived growth 
factor alpha polypeptide 


|ANX6, annexin VI (p68) 
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3STR1, somatostatin receptor 1 < 


3STR1, somatostatin receptor 1 
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SSTR3, somatostatin receptor 3 
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factor 1' 
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(N-SMase) activation associated 
factor 
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PRKMK5 , protein kinase, mitogen- 
activated, kinase 5 (MAP kinase 
kinase 5) J 


Tiitogen-activaced protein (MAP) 
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kinase p38 ( 
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p38Beta (MAP kinase p38Beta) 
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BRAF, v-raf murine sarcoma viral 
i oncogene homolog Bl 
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TGAGGCTCTC [T/C] CGTCAGCGGT 


GACGCCAAGT [T/G] TGAAGGAACT 


TCTGGAGATG [G/A) TACTGACTAT 


TGATCTTGGA [C/T] GAAGGACACA 


CTAACATATC [T/C) GTAAATGATG 


GGGCACCTGC [A/G) GGAAGCTTCT 


TATCATGGAA [T/A) TAGATGACAC 


RCC6, excision repair cross- 
omplementing rodent repair 
ieficiency, complementation group 


:RCC6. excision repair cross- j 
romplementing rodent repair j 
leficiency. complementation group 

J 4- 


SRCC6, excision repair cross- 
complementing rodent repair 
deficiency, complementation group 
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ERCC6, excision repair cross- 
complementing rodent repair 
deficiency, complementation group ] 
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ERCC6, excision repair cross- 
complementing rodent repair I 
deficiency, complementation group 
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complementing rodent repair 
deficiency, complementation group 
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(formerly 2A), catalytic subunit, 
5 beta isoform 
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TTTTATGATG [A/G] ATGTCTGCGA i 


TTCATGGACA (A/G) TATACAGATT 


CATTCTGGAG [A/G] ATTACTAGCA 


'AGGGGTATGA IT/ A] CACAAAGCAA 

: — — — 1 


CCAATTATTG [C/T] GGAGAGTTTG 1 


GATCTTATAT [G/T] TAGAGCCCAT 


AAAGATGCAG [A/G] TCTGAACTCT 


CGATGGGAAC (G/T] CCCCATCCTT 


CGCCCCATCC (T/c] TTGGTTTACT 


ACTTAAAGGA [T/C] ATTGCAGGAG 


TAAAGATGTG [C/T] TTGGACATCT 


ATGTTCAGGG [C/T] TGCAGGGGGA 


; ATTATGGCAG [C/T] AACTTACAGA 


?PP2CB, protein phosphatase 2 
(formerly 2A) , catalytic subunit, 
seta isoform < 


PPP2CB , protein phosphatase 2 
(formerly 2A) , catalytic subunit, 
beta isoform 


PPPICB, protein phosphatase 1, 
catalytic subunit, beta isoform 


PPP2R2A, protein phosphatase 2 
(formerly 2A) , regulatory subunit 
B (PR 52) , alpha isoform 


PPPICC, protein phosphatase 1, : 
catalytic subunit, gamma isoform ! 


PPPICC, protein phosphatase 1, 
catalytic subunit, gamma isoform 


I PPPICC, protein phosphatase 1, 
Icatalytic subunit, gamma isoform 


protein phosphatase 2A, 130 kDa 
regulatory subunit 


protein phosphatase 2A, 130 kDa 
regulatory subunit 


protein phosphatase 2A, 130 kDa 
regulatory subunit 


protein phosphatase 2A, 130 kDa 
regulatory subunit 


protein phosphatase 2A, 130 kDa 
i regulatory subunit 


protein phosphatase 2A, 130 kDa 
l regulatory subunit 
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! regulatory subunit 
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CAAAGATGCA [G/A J ATCTGAACTC 


ACCTTTGTCT [C/T] ATAGAAACTC 


TGCAAGTGGC [C/T] AACACCACCA 


GTCATGCAAG [T/C] GGCCAACACC 


ACAAGGACGT [G/A] GAGCCCGGCA 


TCCACGACGG [C/A] GAGTGCATGC 


CTTCTGCTCA [G/C) ATGCTCCAAG 


AGAAGGAGCA [G/A] ATGACATTCC 


AAGTGGCCGG [A/C] ACCTGAGAAT 


CTCCACCACC [A/T) CGTCGAAGAA 


CACCACGTCG [A/G] AGAATCGCAT 


CCCCTGACTA [C/T) AGGGATCTCA 


TCTGCAGACT [C/T] TTCAGGAGAG 


AAGCATTAGA [G/A) GCCTTACAGA 


CAAATATCCA [T/C) GTGGACTAAA 


TTCTGCTGTG [T/G] CGCTCCATCC 


arotein phosphatase 2A, 130 kDa 
regulatory subunit 


protein phosphatase 2A, 130 kDa 
regulatory subunit 


IGF1R, insulin-like growth factor 
L receptor 


IGF1R, insulin-like growth factor! 
i receptor | 


IGF1R, insulin-like growth factor 
1 receptor 


IGF1R, insulin-like growth factor 
1 receptor 


IGF1R, insulin- like growth factor 
1 receptor 


IGF1R, insulin-like growth factor 
1 receptor 


IGF1R , insulin-like growth factor 
1 receptor 


IGF1R, insulin-like growth factor; 
1 receptor 


IGF1R, insulin-like growth factor 
1 receptor 


IGF1R, insulin- like growth factor 
1 receptor 


retinoic acid-binding protein II 


retinoic acid-binding protein II 


BMR1, egf-like module containing, 
mucin- like, hormone receptor- like 
jsequence 1 


EMRl , egf-like module containing, 
mucin- like, hormone receptor- like 
sequence 1 
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mucin-like, hormone receptor-like ! 
| sequence 1 
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RAFA, retinoic acid receptor, 
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retinoic acid receptor, beta 


retinoic acid receptor, beta 
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GCCTGGCAGT [G/A] AGCTGGACAA 
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CCAACGACTC [C/T] GGCCCCCGCC 


GAAAATTATA [T/C] TTAGAACGAG 
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TG, thyroglobulin 


TG, thyroglobulin 


H . sapiens mRNA for transcriptional 
intermediary factor 2. 


H. sapiens mRNA for transcriptional 
intermediary factor 2. 


H . sapiens mRNA for transcriptional 
intermediary factor 2 . 


TTR, transthyretin (prealbumin, 
amyloidosis type 1} 
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interacting protein 15 


thyroid receptor interactor 14 


thyroid receptor interactor 8 


PSMC5, proteasome (prosome, 
macropain) 26S subunit, ATPase, S 


glutamate receptor 3, flip isoform 


glutamate receptor 3, flip isoform 
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glutamate receptor 3, flip isoform 


glutamate receptor 3, flip isoform 


GRM3 , glutamate receptor, 
metabotropic 3 
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ACCAAAATCA [A/G] TGATGGCCAG 
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TGTGAGAGCC I C/T] TGGATGGACC 
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GCCGTCAGGG (C/A) ATCTCCCCTA 


TTGGAGTTCC (A/G) GCCATGTCTA 


TGACCTTCGC IT/C) GAGGCCCAGG 


GAGGTGACAG (G/A) TGTTGTGTTC 


ACAGGATATC (A/G) CCGATGCCAG 


1 ■ ■ — 

AGCGCAGCCC (G/C) AGATGCCCCT 


GCTTTGCCCG (G/A] GAGCTGGGGG 


ACATTGATGA (C/T) TGCCTCTGCA 


LAMA2 , laminin, alpha 2 {merosin, 
congenital muscular dystrophy) 


LAMA2, laminin, alpha 2 (merosin, 
jcongenital muscular dystrophy) 


LAMA2, laminin, alpha 2 (merosin, 
congenital muscular dystrophy) 


LAMA2, laminin, alpha 2 (merosin, 
congenital muscular dystrophy) 


LHXl, LIM homeobox protein 1 


LHXl, LIM homeobox protein 1 j 
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CSPG3, chondroitin sulfate 
proteoglycan 3 (neurocan) 
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Igccaagcgca [g/aj cccgagatgc 


ATGAAAACAC [G/k] TGGATCGGCC 


CCAGGGCAGA (C/G] TTCAGAGAAA 


ATATCACCGA t T/G J GCCAGCGAAA 


ACAGGACTTG [C/T] CCATCCTGGT 


GCATGAGCAA [G/a] CCAGCCGGAT 


| ATAAGGATAC [C/A] ACAAGAAGGA 


GGCAGCAAAT [G/T] ATGACATGGT 


[CAGACGAAGG [T/G] CAATGCTGGC 


(ATCTCCCAGA [A/C] ACTGAATGTT I 


GAAGCCTGAA [A/G] ACAGTGAATG ! 


[TACCGGAAAA [T/A] TCCAGGGGAC ! 


AACTTTTTGA [G/A) TCCGGAAAAA 


[TCGAGACTAT (G/A] TTGTGACCAA 1 


GAGGAAGCCT [G/C] AAAACAGTGA 1 


'AAGTAAAAGA [C/T] TTGAAAAAGA 


TCCATGAATA [T/A] CAGCATTTGG I 


CCTGGAGCTA [G/A] GTCCATGAAT | 
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CSPG3 , chondroitin sulfate 
proteoglycan 3 (neurocan) 


C5PG3, chondroitin sulfate 
proteoglycan 3 (neurocan) 


j CS PG 3 , chondroitin sulfate 
proteoglycan 3 (neurocan) 
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proteoglycan 3 (neurocan) 


CSPG3, chondroitin sulfate 
proteoglycan 3 (neurocan) 


TLX, tailless homolog 
(Drosophila) 
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syr^psin I, alt. transcript 1 


synapsin I, alt. transcript 1 
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STXIA, syntaxin 1A (brain) 


Human B7 mRNA, complete cds. 


Human B7 mRNA, complete cds. 


HTR2B, S-hydroxytryptamine 
(serotonin) receptor 2B 


HTR2B, 5 -hydroxy trypt amine 
(serotonin) receptor 2B 


TPH, tryptophan hydroxylase 
(tryptophan 5 -monooxygenase) 


TPH, tryptophan hydroxylase 
(tryptophan 5 -monooxygenase) 
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me thy 1 transferase 
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methyl transferase 
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GAAAAGCTTT [C/T] TATCGAAACA 


AATGACTACG [C/T] CAACGGCTTC 


ACTGGGCAGA [C/T] GGAAAGTGCT 


ACTACGCCAA [C/A] GGCTTCATGG 


GCTCAGATAC [C/T] AGCAGCCTGG 


TCTTTGACAA [A/G] TCCTGCAGCG 


CTTGATTGGG [G/C] AGAACGAGAA 


GATGGCTATG [A/G) CCTGGAGATC 


CCTGAGACCA [A/G] AAGAAACGCA 


CCGCAGGGAT [C/T] TACTGAGACT 


AGATTACCAA [A/G] CCCAACGTGT 


TGTCCTGCAG [T/G] GACAAGATTG 


GGGTTGGAGG (T/C] CCGTGACTGC 


ATGATGACCC [G/A] TCTCTTGAAG 


AAGCTGGTCT [A/G] CCAGATCTTC 


AAATCCACAG [A/G ] TTTCTGATGA 


AATTCCGACT [C/Tl GACCTATGAG 


GGGCCACGTC [G/A] GACCCTCTGG 


ASMT , acetylserotonin N- 
methyltransf erase 


ASMT, acetylserotonin la- 
me thy 1 transferase 


ASMT, acetylserotonin N- 
methylt ransf erase 


ASMT, acetylserotonin N- 
methyl transferase 


ADAR, adenosine deaminase, RNA-. 
specific 


ADAR, adenosine deaminase, RNA- 
specif ic 


ADAR, adenosine deaminase, RNA- 
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ADAR, adenosine deaminase, RNA- 
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ADAR, adenosine deaminase, RNA- 
specif ic 


ADAR, adenosine deaminase, RNA- 
specific 


ADARB1 , adenosine deaminase, RNA- 
specific, Bl (homolog of rat REDl) 


ADARB1, adenosine deaminase, RNA- 
specific, Bl (homolog of rat REDl ) 1 


DVL3, dishevelled 3 (homologous 
to Drosophila dsh) 


DNMTl, DNA (cytosine- 5 -> - 
methyltransferase 1 


DNMTl, DNA (cytosine- 5 -) - 
methyltransferase 1 
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DNMTl, DNA (cytosine- 5- ) - 
methyltransferase 1 


DNMTl, DNA (cytosine-5 - ) - 
methyltransferase 1 
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While this invention has been particularly shown and described with 
references to preferred embodiments thereof, it will be understood by those skilled 
in the art that various changes in form and details may be made therein without 
departing from the scope of the invention encompassed by the appended claims. 
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CLAIMS 

WE CLAIM: 

1 . A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
individual comprising 

5 a) obtaining a nucleic acid sample from the individual; and 

b) determining the nucleotide present at nucleotide position 2210 of the 

thrombospondin-1 gene, 
wherein presence of a G at nucleotide position 2210 is indicative of increased 
likelihood of a vascular disease in the individual as compared with an 
10 individual having an A at nucleotide position 2210. 

2. The method of Claim 1, wherein the thrombospondin-1 gene has the 
nucleotide sequence of SEQ ED NO: 1 . 

3. The method of Claim 1, wherein the vascular disease is selected from the 
group consisting of atherosclerosis, coronary heart disease, myocardial 

15 infarction, stroke, peripheral vascular diseases, venous thromboembolism and 

pulmonary embolism. 

4. The method of Claim 3, wherein the vascular disease is myocardial infarction. 

5. The method of Claim 3, wherein the vascular disease is coronary heart disease. 

6. A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
20 individual comprising 

a) obtaining a nucleic acid sample from the individual; and 

b) determining the nucleotide present at nucleotide position 2210 of the 
thrombospondin-1 gene, 
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wherein presence of an A at nucleotide position 2210 is indicative of 
decreased likelihood of a vascular disease in the individual as compared with 
an individual having a G at nucleotide position 2210. 

7. The method according to Claim 6, wherein the thrombospondin-1 gene has the 
5 nucleotide sequence of SEQ ID NO: 1 . 

8. The method according to Claim 6, wherein the vascular disease is selected 
from the group consisting of atherosclerosis, coronary heart disease, 
myocardial infarction, stroke, peripheral vascular diseases, venous 
thromboembolism and pulmonary embolism. 

1 0 9. The method according to Claim 8, wherein the vascular disease is myocardial 
infarction. 

10. The method according to Claim 8, wherein the vascular disease is coronary 
heart disease. 

11. A method for predicting the likelihood that an individual will have a vascular 
15 disease, comprising the steps of: 

a) obtaining a DNA sample frum an individual to be assessed; and 

b) determining the nucleotide present at nucleotide position 2210 of the 
thrombospondin-1 gene, 

wherein presence of a G at nucleotide position 2210 is indicative of increased 
20 likelihood of a vascular disease in the individual as compared with an 

individual having an A at nucleotide position 2210. 

12. The method according to Claim 1 1 , wherein the thrombospondin-1 gene has 
the nucleotide sequence of SEQ ID NO: 1 . 

13. The method according to Claim 1 1, wherein the individual is an individual at 
25 risk for development of a vascular disease. 
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14. The method according to Claim 11, wherein the vascular disease is selected 
from the group consisting of atherosclerosis, coronary heart disease, 
myocardial infarction, stroke, peripheral vascular diseases, venous 
thromboembolism and pulmonary embolism. 

5 15. The method according to Claim 14, wherein the vascular disease is myocardial 
infarction. 

16. The method according to Claim 14, wherein the vascular disease is coronary 
heart disease. 

1 7. A nucleic acid molecule comprising all or a portion of the nucleic acid 

10 sequence of SEQ ID NO: 1 wherein said nucleic acid molecule is at least 10 

nucleotides in length and wherein the nucleic acid sequence comprises a 
polymorphic site at nucleotide position 2210 of SEQ ID NO: 1. 

18. The nucleic acid molecule according to Claim 17, wherein the nucleotide at 
the polymorphic site is different from a nucleotide at the polymorphic site in a 

1 5 corresponding reference allele. 

19 An allele-specific oligonucleotide that hybridizes to the nucleic acid molecule 
of Claim 17. 

20. A peptide of SEQ ID NO: 2 which is at least ten contiguous amino acids, 
wherein the peptide comprises the serine at amino acid position 700 of SEQ 

20 ID NO: 2. 

21. A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
individual comprising 

a) obtaining a biological sample comprising thrombospondin- 1 protein or 
relevant portion thereof from the individual; and 
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b) determining the amino acid present at amino acid position 700 of the 

thrombospondin-1 protein, 
wherein presence of an asparagine at amino acid position 700 is indicative of 
increased likelihood of a vascular disease in the individual as compared with 
5 an individual having a serine at amino acid position 700. 

22. The method of Claim 2 1 , wherein the thrombospondin-1 protein has the amino 
acid sequence of SEQ ID NO: 2. 

23. The method of Claim 22, wherein the vascular disease is selected from the 
group consisting of atherosclerosis, coronary heart disease, myocardial 

10 infarction, stroke, peripheral vascular diseases, venous thromboembolism and 

pulmonary embolism. 

24. The method of Claim 23, wherein the vascular disease is myocardial 
infarction. 

25. The method of Claim 23, wherein the vascular disease is coronary heart 
1 5 disease. 

26. A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
individual comprising 

a) obtaining a biological sample comprising thrombospondin-1 protein or 

relevant portion thereof from the individual; and 
20 b) determining the amino acid present at amino acid position 700 of the 

thrombospondin-1 protein, 
wherein presence of a serine at amino acid position 700 is indicative of 
reduced likelihood of a vascular disease in the individual as compared with an 
individual having an asparagine at amino acid position 700. 

25 27. The method according to Claim 26, wherein the thrombospondin-1 protein has 
the amino acid sequence of SEQ ID NO: 2. 
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28, The method according to Claim 26, wherein the vascular disease is selected 
from the group consisting of atherosclerosis, coronary heart disease, 
myocardial infarction, stroke, peripheral vascular diseases, venous 
' thromboembolism and pulmonary embolism. 

5 29. The method of Claim 28, wherein the vascular disease is myocardial 
infarction. 

30. The method of Claim 28, wherein the vascular disease is coronary heart 
disease. 

31. A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
10 individual comprising 

a) obtaining a nucleic acid sample from the individual; and 

b) determining the nucleotide present at nucleotide position 1 186 of the 
thrombospondin-4 gene, 

wherein presence of a C at nucleotide position 1 186 is indicative of increased 
1 5 likelihood of a vascular disease in the individual as compared with an 

individual having an G at nucleotide position 1 186. 

32. The method of Claim 3 1 , wherein the thrombospondin-4 gene has the 
nucleotide sequence of SEQ ID NO: 3. 

33. The method of Claim 3 1 , wherein the vascular disease is selected from the 
20 group consisting of atherosclerosis, coronary heart disease, myocardial 

infarction, stroke, peripheral vascular diseases, venous thromboembolism and 
pulmonary embolism. 

34. The method of Claim 33, wherein the vascular disease is myocardial 
infarction. 
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35. The method of Claim 33, wherein the vascular disease is coronary heart 
disease. 

36. A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
individual comprising 

5 a) obtaining a nucleic acid sample from the individual; and 

b) determining the nucleotide present at nucleotide position 1 186 of the 

thrombospondin-4 gene, 
wherein presence of a G at nucleotide position 1 186 is indicative of decreased 
likelihood of a vascular disease in the individual as compared with an 
10 individual having a C at nucleotide position 1 1 86. 

37. The method according to Claim 36, wherein the thrombospondin-4 gene has 
the nucleotide sequence of SEQ ID NO: 3. 

38. The method according to Claim 36, wherein the vascular disease is selected 
from the group consisting of atherosclerosis, coronary heart disease, 

15 myocardial infarction, stroke, peripheral vascular diseases, venous 

thromboembolism and pulmonary embolism. 

39. The method according to Claim 38, wherein the vascular disease is myocardial 
infarction. 

40. The method according to Claim 38, wherein the vascular disease is coronary 
20 heart disease. 

41. A method for predicting the likelihood that an individual will have a vascular 
disease, comprising the steps of: 

a) obtaining a DNA sample from an individual to be assessed; and 

b) determining the nucleotide present at nucleotide position 1 1 86 of the 
25 thrombospondin-4 gene, 
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wherein presence of a C at nucleotide position 1 186 is indicative of increased 
likelihood of a vascular disease in the individual as compared with an 
individual having a G at nucleotide position 1 1 86. 

42. The method according to Claim 41, wherein the thrombospondin-4 gene has 
5 the nucleotide sequence of SEQ ID NO: 3. 

43. The method according to Claim 41, wherein the individual is an individual at 
risk for development of a vascular disease. 

44. The method according to Claim 41, wherein the vascular disease is selected 
from the group consisting of atherosclerosis, coronary heart disease, 

10 myocardial infarction, stroke, peripheral vascular diseases, venous 

thromboembolism and pulmonary embolism. 

45. The method according to Claim 44, wherein the vascular disease is myocardial 
infarction. 



46. The method according to Claim 44, wherein the vascular disease is coronary 
15 heart disease. 



47. A nucleic acid molecule comprising all or a portion of the nucleic acid 

sequence of SEQ ID NO: 3 wherein said nucleic acid molecule is at least 10 
nucleotides in length and wherein the nucleic acid sequence comprises a 
polymorphic site at nucleotide position 1 186 of SEQ ID NO: 3. 

I 20 48. The nucleic acid molecule according to Claim 47, wherein the nucleotide at 

the polymorphic site is different from a nucleotide at the polymorphic site in a 
corresponding reference allele. 

49. An allele-specific oligonucleotide that hybridizes to the nucleic acid molecule 
of Claim 47. 
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50. A peptide of SEQ ID NO: 4 which is at least ten contiguous amino acids, 
wherein the peptide comprises the proline at amino acid position 387 of SEQ 
ID NO: 4. 

51. A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
5 individual comprising 

a) obtaining a biological sample comprising thrombospondin-4 protein or 
relevant portion thereof from the individual; and 

b) determining the amino acid present at amino acid position 387 of the 
thrombospondin-4 protein, 

10 wherein presence of an alanine at amino acid position 387 is indicative of 

increased likelihood of a vascular disease in the individual as compared with 
an individual having a proline at amino acid position 387. 

52. The method of Claim 5 1 , wherein the thrombospondin-4 protein has the amino 
acid sequence of SEQ ID NO: 4. 

15 53. The method of Claim 52, wherein the vascular disease is selected from the 
group consisting of atherosclerosis, coronary heart disease, myocardial 
infarction, stroke, peripheral vascular diseases, venous thromboembolism and 
pulmonary embolism. 

54. The method of Claim 53, wherein the vascular disease is myocardial 
20 infarction. 

55. The method of Claim 53, wherein the vascular disease is coronary heart 
disease. 

56. A method of diagnosing or aiding in the diagnosis of a vascular disease in an 
individual comprising 
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a) obtaining a biological sample comprising thrombospondin-4 protein or 
relevant portion thereof from the individual; and 

b) determining the amino acid present at amino acid position 387 of the 
thrombospondin-4 protein, 

5 wherein presence of a proline at amino acid position 387 is indicative of 

reduced likelihood of a vascular disease in the individual as compared with an 
individual having an alanine at amino acid position 387. 

57. The method according to Claim 56, wherein the thrombospondin-4 protein has 
the amino acid sequence of SEQ ID NO: 4. 

10 

58. The method according to Claim 56, wherein the vascular disease is selected 
from the group consisting of atherosclerosis, coronary heart disease, 
myocardial infarction, stroke, peripheral vascular diseases, venous 
thromboembolism and pulmonary embolism. 



15 59. The method of Claim 58, wherein the vascular disease is myocardial 
infarction. 



60. The method of Claim 58, wherein the vascular disease is coronary heart 
disease. 



20 61 . A nucleic acid molecule selected from the group consisting of the genes listed 
in the Table, wherein said nucleic acid molecule is at least 10 nucleotides in 
length and comprises a polymorphic site identified in the Table, wherein a 
nucleotide at the polymorphic site is different from a nucleotide at the 
polymorphic site in a corresponding reference allele. 

25 62. A nucleic acid molecule according to Claim 61, wherein said nucleic acid 
molecule is at least 15 nucleotides in length. 
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63. A nucleic acid molecule according to Claim 61, wherein said nucleic acid 
molecule is at least 20 nucleotides in length. 

64. A nucleic acid molecule according to Claim 61, wherein the nucleotide at the 
polymorphic site is the variant nucleotide for the gene listed in the Table. 

5 65. An allele-specific oligonucleotide that hybridizes to a portion of a gene 

selected from the group consisting of the genes listed in the Table, wherein 
said portion is at least 10 nucleotides in length and comprises a polymorphic 
site identified in the Table, wherein a nucleotide at the polymorphic site is 
different from a nucleotide at the polymorphic site in a corresponding 
10 reference allele. 

66. An allele-specific oligonucleotide according to Claim 65 that is a probe. 

67. An allele-specific oligonucleotide according to Claim 65, wherein a central 
position of the probe aligns with the polymorphic site of the portion. 

68. An allele-specific oligonucleotide according to Claim 65 that is a primer. 

15 69. An allele-specific oligonucleotide according to Claim 68, wherein the 3' end of 
the primer aligns with the polymorphic site of the portion. 

70. An isolated gene product encoded by a nucleic acid molecule according to 
Claim 61. 

71 . A method of analyzing a nucleic acid sample, comprising obtaining the 

20 nucleic acid sample from an individual; and determining a base occupying any 

one of the polymorphic sites shown in the Table. 

72. A method according to Claim 71, wherein the nucleic acid sample is obtained 
from a plurality of individuals, and a base occupying one of the polymorphic 
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positions is determined in each of the individuals, and wherein the method 
further comprising testing each individual for the presence of a disease 
phenotype, and correlating the presence of the disease phenotype with the 
base. 
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HT1220 Report 



RECORD INFORMATION 



Gene ID: 
Sequence ID: 
Protein ID: 
Sequence name: 
Genome : 
Taxon : 
Locus : 

Common Name : 
Role ID: 



1220 
1220 
1220 



thrombospondin 1, alt. transcript 1 

nucleus 

Homo sapiens 

1220 



thrombospondin 1 
40 



Coding sequence length: 
Transcript sequence length 
Expression data: 



3513 nt 
5722 nt 
481987 



ACCESSION DATA 

HT1220 is derived from accessioas(s): 

SP: P07996 (THROMBOSPONDIN 1 PRECURSOR . ) 

GB : X04 66 5 (Human mRNA for thrombospondin) 

GB:X14 787 (Human mRNA for thrombospondin) 

GB^U124J7i ( thrombospondin -p 50 {Homo sapiens}) 

GB : M99425 (Human thrombospondin mRNA, 3' end.) 

PIR :G01478 ( thrombospondin-p50 - human (fragment)) 

GB : U12471 (Human thrombospondin- 1 gene, partial cds . ) 

GB : J04 83 5 (Human thrombospondin gene, exons 1, 2 and 3.) :■ 
GB:M2 56 31 (Homo sapiens (clone lambda-TS-33 ) thrombospondin (THBS) mRNA, 5' end.) 



ALTERNATIVE SPLICE INFORMATION 



Alternative splice forms for this gene: 



HT3987 thrombospondin 1, alt. transcript 2 



MAPPING DATA 



GDB accession(s) for this gene: 



GDB ID: 



Symbol 



Figure 1A 
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cDNA FEATURES 



Feature 



End 5 End 3 



coding_seq 



112 

3625 

1235 



3624 
5722 
1236 



3 'UT 

sp j unc_h 



SEQUENCE 



nucleotide: 

ggacgcacaggcattccccgcgcccctccagccctcgccgccctcgccaccgctcccggc 

cgccgcgctccggtacacacaggatccctgctgggcaccaacagctccaccatggggctg 

gcctggggactaggcgtcctgttcctgatgcatgtgtgtggcaccaaccgcattccagag 

tctggcggagacaacagcgtgtttgacatctttgaactcaccggggccgcccgcaagggg 

tctgggcgccgactggtgaagggccccgacccttccagcccagctttccgcatcgaggat 

gccaacctgatcccccctgtgcctgatgacaagttccaagacctggtggatgctgtgcgg 

gcagaaaagggtttcctccttctggcatccctgaggcagatgaagaagacccggggcacg 

ctgctggccctggagcggaaagaccactctggccaggtcttcagcgtggtgtccaatggc 

aaggcgggcaccctggacctcagcctgaccgtccaaggaaagcagcacgtggtgtctgtg 

gaagaagctctcctggcaaccggccagtggaagagcatcaccctgtttgtgcaggaagac 

agggcccagctgtacatcgactgtgaaaagatggagaatgctgagttggacgtccccatc 

caaagcgtcttcaccagagacctggccagcatcgccagactccgcatcgcaaaggggggc 

gtcaatgacaatttccagggggtgctgcagaatgtgaggtttgtctttggaaccacacca 

gaagacatcctcaggaacaaaggctgctccagctctaccagtgtcctcctcacccttgac 

aacaacgtggtgaatggttccagccctgccatccgcactaactacattggccacaagaca 

aaggacttgcaagccatctgcggcatctcctgtgatgagctgtccagcatggtcctggaa 

ctcaggggcctgcgcaccattgtgaccacgctgcaggacagcatccgcaaagtgactgaa 

gagaacaaagagttggccaatgagctgaggcggcctcccctatgctatcacaacggagtt 

cagtacagaaataacgaggaatggactgttgatagctgcactgagtgtcactgtcagaac 

tcagttaccatctgcaaaaaggtgtcctgccccatcatgccctgctccaatgccacagtt 

cctgatggagaatgctgtcctcgctgttggcccagcgactctgcggacgatggctggtct 

ccatggwccgagtggacctcctgttctacgagctotggcaatggaattcagcgcgcggc 

cgctcctgcgatagcctcaacaaccgatgtgagggctcctcggtccagacacggacctgc 

cacattcaggagtgtgacaaaagatttaaacaggatggtggctggagccactggtccccg 

tggtcatcttgttctgtgacacgtggtgatggtgtgatcacaaggatccggctctgcaac 

tctcccagcccccagatgaatgggaaaccctgtgaaggcgaagcgcgggagaccaaagcc 

tgcaagaaagacgcctgccccatcaatggaggctggggtccttggtcaccatgggacatc 

tgttctgtcacctgtggaggaggggtacagaaacgtagtcgtctctgcaacaaccccgca 

ccccagtttggaggcaaggactgcgttggtgatgtaacagaaaaccagatctgcaacaag 

caggactgtccaattgatggatgcctgtccaatccctgctttgccggcgtgaagtgtact 

agctaccctgatggcagctggaaatgtggtgcttgtccccctggttacagtggaaatggc 

atccagtgcacagatgttgatgagtgcaaagaagtgcctgatgcctgcttcaaccacaat 

ggagagcaccggtgtgagaacacggaccccggctacaactgcctgccctgccccccacgc 

ttcaccggctcacagcccttcggccagggtgtcgaacatgccacggccaacaaacaggtg 

tgcaagccccgtaacccctgcacggatgggacccacgactgcaacaagaacgccaagtgc 

aactacctgggccactatagcgaccccatgtaccgctgcgagtgcaagcctggctacgct 

ggcaatggcatcatctgcggggaggacacagacctggatggctggcccaatgagaacctg 

gtgtgcgtggccaatgcgacttaccactgcaaaaaggataattgccccaaccttcccaac 

tcagggcaggaagactatgacaaggatggaattggtgatgcctgtgatgatgacgatgac 

aatgataaaattccagatgacagggacaactgtccattccattacaacccagctcagtat 

gactatgacagagatgatgtgggagaccgccgtgacaactgtccctacaaccacaaccca 



Figure IB 
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qatcaggcagacacagacaacaatggggaaggagacgcctgtgctgcagacattgatgga 

gacggtatcctcaatgaacgggacaactgccagtacgtctacaatgtggaccagagagac 

actgatatggatggggttggagatcagtgtgacaattgccccttggaacacaatccggat 

cagctggactctgactcagaccgcattggagatacctgtgacaacaatcaggatattgat 

gaagatggccaccagaacaatctggacaactgtccctatgtgcccaatgccaaccaggct 

gaccatgacaaagatggcaagggagatgcctgtgaccacgatgatgacaacgatggcatt 

cctgatgacaaggacaactgcagactcgtgcccaatcccgaccagaaggactctgacggc 

gatggtcgaggtgatgcctgcaaagatgattttgaccatgacagtgtgccagacatcgat 

gacatctgtcctgagaatgttgacatcagtgagaccgatttccgccgattccagatgatt 

cctctggaccccaaagggacatcccaaaatgaccctaactgggttgtacgccatcagggt 

aaagaactcgtccagactgtcaactgtgatcctggactcgctgtaggttatgatgagttt 

aatgctgtggacttcagtggcaccttcttcatcaacaccgaaagggacgatgactatgct 

ggatttgtctttggctaccagtccagcagccgcttttatgttgtgatgtggaagcaagtc 

acccagtcctactgggacaccaaccccacgagggctcagggatactcgggcctttctgtg 

aaagttgtaaactccaccacagggcctggcgagcacctgcggaacgccctgtggcacaca 

ggaaacacccctggccaggtgcgcaccctgtggcatgaccctcgtcacataggctggaaa 

qatttcaccgcctacagatggcgtctcagccacaggccaaagacgggtttcattagagtg 

gtgatgtatgaagggaagaaaatcatggctgactcaggacccatctatgataaaacctat 

gctggtggtagactagggttgtttgtcttctctcaagaaatggtgttcttctctgacctg 

aaatacgaatgtagagatccctaatcatcaaattgttgattgaaagactgatcataaacc 

aatgctggtattgcaccttctggaactatgggcttgagaaaacccccaggatcacttctc 

cttggcttccttcctttctgtgcttgcatcagtgtggactcctagaacgtgcgacctgcc 

tcaagaaaatgcagttttcaaaaacagactcatcagcattcagcctccaatgaataagac 

atcttccaagcatataaacaattgctttggtttccttttgaaaaagcatctacttgcttc 

aqctgggaaggtgcccattccactctgcctttgtcacagagcagggtgccattgtgaggc 

catctctgagcagtggactcaaaagcattttcaggcatgtcagagaagggaggactcact 

agaattagcaaacaaaaccaccctgacatcctccttcaggaacacggggagcagaggcca 

aagcactaaggggagggcgcatacccgagacgattgtatgaagaaaatatggaggaactg 

ttacatgttcggtactaagtcattttcaggggattgaaagactattgctggatctcatga 

tqctgactggcgttagctgattaacccatgtaaataggcacttaaatagaagcaggaaag 

ggagacaaagaccggcttctggacttcctccctgatccccacccttactcatcaccttgc 

aqtggccagaattagggaatcagaatcaaaccagtgtaaggcagtgctggctgccattgc 

ctggtcacattgaaattggtggcttcattctagatgtagcttgtgcagatgtagcaggaa 

aataggaaaacctaccatctcagtgagcaccagctgcctcccaaaggaggggcagccgtg 

cttatatttttatggttacaatggcacaaaattattatcaacctaactaaaacattcctt 

ttctcttttttccgtaattactaggtagttttctaattctctcttttggaagtatgattt 

ttttaaagtctttacgatgtaaaatatttattttttacttattctggaagatctggctga 

aggattattcatggaacaggaagaagcgtaaagactatccatgtcatctttgttgagagt 

cttcgtgactgtaagattgtaaatacagattatttattaactctgttctgcctggaaatt 

taggcttcatacggaaagtgtttgagagcaagtagttgacatttatcagcaaatctcttg 

caagaacagcacaaggaaaatcagtctaataagctgctctgccccttgtgctcagagtgg 

atqttatqggattccttttttctctgttttatctttccaagtggaattagttggttatcc 

atttgcaaatgttttaaattgcaaagaaagccatgaggtcttcaatactgttttacccca 

tcccttgtgcatatctccagggagaaggaaagcatatacacttttttcttccatttttcc 

aaaagagaaaaaaatgacaaaaggtgaaacttacatacaaatattacctcatttgttgtg 

tqactgagtaaagaatttttggatcaagcggaaagagtttaagtgtctaacaaacttaaa 

gctactgtagtacctaaaaagtcagtgttgtacatagcataaaaactctgcagagaagta 

ttcccaataaggaaatagcattgaaatgttaaacacaatttctgaaagtcatgttttttt 

tctatcacctggtataccattgctttattcttataaattattttctcattgccattggaa 

tagaatattcagatcgtgtagacatgctatttaaataatttatcaggaaatactgcctgt 

aqagttagcatccctatttttacataatgtctgcacactgaattgaagaattgttggttt 

tttcttttttttgtttttttttcttttttttttttttttgcttttgacctcccattttta 

ctacttgccaatacctccttctaggaacgtgcccttttctgtacacattcttatccattt 

tacattctaaagcagtgtaagtcgtatattactgtttcttatgtacaaggaacaacaaca 

aatcatatggaaatttatactt 
protein: 

MGLAWGLGVLFLMHVCGTNRIPESGGDNSVFDIFELTGAARKGSGRRLVKGPDPSSPAFR 

Figure LC 
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IEDANLIPPVPDDKFQDLVDAVRAEKGFIilJ^^ 

SNGKAGTUDLS LTVQGKQHVVSVEEALLATGQ WKS ITLFVQEDRAQL YIDCEXMENAELD 
VTIQSVFTRDLASIARIJIIAKGGVN^ 

TLDNNWNGSS PAIRTNYIGHKTKDLQAICGISCDELSSMVL^ IRK 

VTEENKELANELRRP PLCYHNGVQYRNNEEWTVDSCTECHCQNSVTICKKVSCP IMPCSN 

AT^DGECCPRCTrfPSDSADDGWSPWSEWTSCSTSCGNGIQQRGRSCDSLNNRCEGSSVQT 

RTCHIQECDKRFKQDGGWSHWSPWSSCSVTCGDGVITRIRLCNSPSPQMNGKPCEGEARE 

TKACKKDACPINGGWGPWSPWDICSVTCGGGVQKRSRLCNNPAPQFGGKDO 

CNKQDCPIIX5CLSNPCFAGVKCTSYPDGSWKCGACPPGySGNGIQCTDVDECKSVPDACF 

NKNGEHRCEtmDPGYNCXPCPPRFTGSQPFGQGVEHATANKQVCKPRNPCTO 

AXCNYLGHYSDPMYRCECKPGYAGNGIICGEDTDr^^ 

LPNSGQEDYDKDGIGDACDDDDDNDKIPDDRDNCPFHYNPAQYBYDRDDVGDRCDNCPYN 

HNPDQADTDNNGEGDACAAD IDGDGILNERDNCQYVYNVDQRDTDMDGVGDQCDNCPLEH 

NPDQIX)SDSDRIGDTCDNNQDIDEDGHQNNIJDNCPWPNANQADKDKDGKGDACD 

DGIPDDKDNCRLVPNPDQKDSDGDGRGDACK33DFDHDSVPDIDDICPENVDISETDFRRF 

QMIPIJDPKGTSQNDPNWVVRHQGKELVQTVNCDPGIJVVGYDEFI^VDFSGTFFINTERDD 

DYAGFVFGYQSSSRFYVVMWXQVTQSYWDTNPTRA 

WHTGNTPGQVRTLWHDPRHIGWKDFTAYRWI^^ 

KTYAGGRLGLFVFSQEMVFFSDLKYECRDP 
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HT2143 Report 



RECORD INFORMATION 



Gene ID : 
Sequence ID: 
Protein ID: 
Sequence name: 
Genome : 
Taxon: 
Locus : 

Common Name : 
Role ID: 



2081 
2143 
2125 

thrombospondin 4 
nucleus 
Ecmo sapiens 
2081 

thrombospondin 4 
40 



Coding sequence length: 2885 nt 

Transcript sequence length: 3074 nt 
Expression data: THClg8 3 97 



ACCESSION DATA 

HT2143 is derived from accessions(s): 

S?:P35443 ( THHCMBOS POND IN 4 PRECURSOR.) 
G3 :Z19535 ( thrombospondin-4 {Homo sapiens}) 
G3 : Z1958 5 (H. sapiens mRNA for thrombospondin-4) 
PIR : A5571Q (thrombospondin 4 precursor - human) 



cDNA FEATURES 



Feature 



End 5 End 3 



coding_seq 
3 'UT 



29 2913 
2914 3074 



SEQUENCE 
nucleotide: 



gaatr ccgggcagcaggaacagccaacatgctggccccgcgcggagccgccgtcctcctg 
ctgcacccggtcctgcagcggcggccagcggcaggcgcccaggccaccccccaggtcttt 
gacc" tctcccaccz "ccagtcagaggctaaacccaggcgctctgctgccagtcctgaca 
gaccccgccctgaatgacctctatgtgatttccaccttcaagctgcagactaaaagttca 
gccaccatcttcggtctt^actcttcaactgacaacagtaaatatcttgaacttactgtg 
acgggacgcttaagcaaagccaccctccgttacctgaagaacgatgggaaggtgcatttg 



Figure 2A 
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gaattccggggagcaggaagagccaacatgctggccccgcgcggagccgccgtcctcctg 

ctgcacctggtcctgcagcggtggctagcggcaggcgcccaggccaccccccaggtcttt 

gaccttctcccatcttccagtcagaggctaaacccaggcgctctgctgccagtcctgaca 

gaccccgccctgaatgatctctatgtgatttccaccttcaagctgcagactaaaagttca 

gccaccatcttcggtctttactcttcaactgacaacagtaaatattttgaatttactgtg 

atgggacgcttaagcaaagccatcctccgttacctgaagaacgatgggaaggtgcatttg 

gtggttttcaacaacctgcagctggcagacggaaggcggcacaggatcctcctgaggctg 

agcaatttgcagcgaggggccggctccctagagctctacctggactgcatccaggtggat 

tccgttcacaatctccccagggcctttgctggcccctcccagaaacctgagaccattgaa 

ttgaggactttccagaggaagccacaggacttcttggaagagctgaagctggtggtgaga 

ggctcactgttccaggtggccagcctgcaagactgcttcctgcagcagagtgagccactg 

gctgccacaggcacaggggactttaaccggcagttcttgggtcaaatgacacaattaaac 

caactcctgggagaggtgaaggaccttctgagacagcaggttaaggaaacatcatttttg 

cgaaacaccatagctgaatgccaggcttgcggtcctctcaagtttcagtctccgacccca 

agcacggtggtcgccccggctccccctgcaccgccaacacgcccacctcgtcggtgtgac 

tccaacccatgtttccgaggtgtccaatgtaccgacagtagagatggcttccagtgtggg 

ccctgccccgagggctacacaggaaacgggatcacctgtattgatgttgatgagtgcaaa 

taccatccctgctacccgggcgtgcactgcataaatttgtctcctggcttcagatgtgac 

gcctgcccagtgggcttcacagggcccatggtgcagggtgttgggatcagttttgccaag 

tcaaacaagcaggtctgcactgacattgatgagtgtcgaaatggagcgtgcgttcccaac 

tcgatctgcgttaatactttgggatcttaccgctgtgggccttgtaagccggggtatact 

ggtgatcagataaggggatgcaaagtggaaagaaactgcagaaacccagagctgaaccct 

tgcagtgtgaatgcccagtgcattgaagagaggcagggggatgtgacatgtgtgtgtgga 

gtcggttgggctggagatggctatatctgtggaaaggatgtggacatcgacagttacccc 

gacgaagaactgccatgctctgccaggaactgtaaaaaggacaactgcaaatatgtgcca 

aattctggccaagaagatgcagacagagatggcattggcgacgcttgtgacgaggatgct 

gacggagatgggatcctgaatgagcaggataactgtgtcctgattcataatgtggaccaa 

aggaacagcgataaagatatctttggggatgcctgtgataactgcctgagtgtcttaaat 

aacgaccagaaagacaccgatggggatggaagaggagatgcctgtgatgatgacatggat 

ggagatggaataaaaaacattctggacaactgcccaaaatttcccaatcgtgaccaacgg 

gacaaggatggtgatggtgtgggggatgcctgtgacagttgtcctgatgtcagcaaccct 

aaccagtctgatgtggataatgatctggttggggactcctgtgacaccaatcaggacagt 

gatggagatgggcaccaggacagcacagacaactgccccaccgtcattaacagtgcccag 

ctggacaccgataaggatggaattggtgacgagtgtgatgatgatgatgacaatgatggt 

atcccagacctggtgccccctggaccagacaactgccggctggtccccaacccagcccag 

gaggatagcaacagcgacggagtgggagacatctgtgagtctgactttgaccaggaccag 

gtcatcgatcggatcgacgtctgcccagagaacgcagaggtcaccctgaccgacttcagg 

gcttaccagaccgtgggcctggatcctgaaggggatgcccagatcgatcccaactgggtg 

gtcctgaaccagggcatggagattgtacagaccatgaacagtgatcctggcctggcagtg 

gggtacacagcttttaatggagttgacttcgaagggaccttccatgtgaatacccagaca 

gatgatgactatgcaggctttatctttggctaccaagatagctccagcttctacgtggtc 

atgtggaagcagacggagcagacatattggcaagccaccccattccgagcagttgcagaa 

cctggcattcagctcaaggctgtgaagtctaagacaggtccaggggagcatctccggaac 

tccctgtggcacacgggggacaccagtgaccaggtcaggctgctgtggaaggactccagg 

aatgtgggctggaaggacaaggtgtcctaccgctggttcctacagcacaggccccaggtg 

ggctacatcagggtacgattttatgaaggctctgagttggtggctgactctggcgtcacc 

atagacaccacaatgcgtggaggccgacttggcgttttctgcttctctcaagaaaacatc 

atctggtccaacctcaagtatcgctgcaatgacaccatccctgaggacttccaagagttt 

caaacccagaatttcgaccgcttcgataattaaaccaaggaagcaatctgtaactgcttt 

tcggaacactaaaaccatatatattttaacttcaattttctttagcttttaccaacccaa 

atatatcaaaacgttttatgtgaatgtggcaataaaggagaagagatcatttttaaaaaa 

aaaaaaaaaaaaaa 

protein: 

MLAPRGAAVLLLHLVLQRWLAAGAQATPQVFDLLPSSSQRLNPGALLPVLTDPALNDLYV 
ISTFKLQTKSSATIFGLYSSTDNSKYFEFTVMGRLSKAILRYLKNDGKVHLVVFNNLQLA 
DGRRHRILLRLSNLQRGAGSLELYLDCIQVDSVHNLPRAFAGPSQKPETIELRTFQRKPQ 

Figure 2B 
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ACDSCPDVSNPNQSDVDNDLVGDSCDTNQDSDGDGHQDSTDNCPTVINSAQLDTDKDGIG 

DECDDDDDNDGIPDLVPPGPDNCRLVPNPAQEDSNSDGVGDICESDFDQDQVTDRIDVCP 

ENAEVTLTD FRAYQTVGLD PEGD AQ ID PNWVVLNQGMEI VQTMNSDPGIAVG YTAFNGVD 

FEGTFHVNTQTDDD YAGFI FGYQDS SS FYWMWKQTEQTYWQATPFRAVAEPG IQLKAVK 

SKTGPGEHLi^SLWHTGDTSDQVRLLWKDSRNVGWKDKVSYRWFLQHRPQVGYIRVRFYE 

GSELVADSGVTIDTTMRGGRLGVFCFSQENIIWSNLKYR^ 

N 











BTDB 











Figure 2C 
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53 






£ < 


Z 


< 




a 




PL Z 


< 


a 


Mutation 
Type 


Missense 


Missence 


Flanking Seq 


TGGATGGCTGGCCCA[A/G]TGA 
GAACCTGGTGTG 


GAGTGTCGAAATGGA[G/C]CGT 
GCGTTCCCAACT 


Gene 

Description 


THBSl, 
thrombosp- 
ondin 1 


THBS4, 
thrombosp- 
ondin 4 


Position 


2110 


1186 


Sequence ID 


HT:HT1220_ 
mRNA 


HTHT2143 
mRNA 


Poly ID 


G334u4 


O 



00 
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HT1220 Report 



RECORD IWFOBMATIOS 



Gene- IDi 
SetXUencB najfifrr 

Two?" 

ggpsoa Mam* i 
RqJ.# 3D i 



1220 
L22G 
1220 

t hr&Tihoz-ponGi ft 
40 



ait. transcript 1 



Coding eaqfufincfc length 35 1J nt 

Trniweript BeQU«rjQ9 length i S722^tlt 
KxprAdflion d*t»; 



ACCESSION DATA 

[fi derived from accessions^): 

5P;P07£2£ FtBRC«£0SPO»KlIW 1 PRECURSOR-) 
GB;kQ^».feSfHumaii mflHA for t hro<riboBf>oa<a in ) 
gfifxi ^iV? [Human mRNA for thrc«Tibo9poa4in> 
^B:in24-?1 I thrd^hDapond i n -p5 0 < HQ^O 5 ap Una J ) 
nR:M 9^a^ I Human ttiromboapondiji ir.KWA, J' erid. J 
p fyiflDi47e {thromboapondin-pSO - humart uragmenCJ? 
cB:in247i IHufflan t hrcmfcoapandin- 1 gw. partial cd^. J 

GB;Jmi£<^* a n t bromboapOTidiii gene, cxoaa L 2 an<3 3,] ; 
GijSSl^Dmo aapie/IS (ci<m* l*mW-TC-«J t hromboapcnd (THE.) OKHA, 



ALTERNATIVE SPLICE INFORMATION 

Alternative splice fare™ for this gene; 

rrpgei tbramb^epoadiii l, ait- tfAriOCtLpt 2 



— — 



MAPPING DATA 

GDB accession («) for tills e«ne: 

G&fc. ID : symbol 

Figure 1A 
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cDNA FEATURES 

Feature En<J 5 End 3. 



coding_£e<3. 112 3624 

3 ' ITT 5722 
BpjURC_h 12 35 12 26 



SEQUENCE 
nucleotide: 

gga cgca caggcat tc cccgcgcccct ccsgccc Leg ccg ccc t egcen ccget cc egge 
cctccgcg etc egg tacacacagga t ccct gc tgggca cca ac3gc tec a cca tggggc tg 
gcq tggg$ac taggegtcctg t tec tgatgc at g tgtgtggcac caac cgea t C ccagag 
t ctggcggagacaa cagegtg C 1 tg aca tct t tga act caccggggccgcccgc aagggg 
t c tgggcgccgactgg tgaagggee ccgaccc ttc cag ecc age tctccgca tcgagg at 
gccaacctgatcccccctgtgcctgatgacaagttccaagacctggtggatgetgegcgg 
gc agaa aaggg 1 t tec tc c=c tc tggca tccctgaggeaga tgaagaagac c eggggcacg 
ctgctggc cc tg^sgeggaaagace ACtC tgg ocaggtc 1 1 cagcg cggtgc cc^a t ggc 
aaggcgggcacc c tggacct eagectgae cgtc caagga aag Cagcacgtggfcgtct gtg 
^as^aagct c tc ct ggcaaccggccagt ggaagagca tc acc ct gt t fcgtgc agga agac 
agggece ag c tg t aca tcga ctg 1 g aaaaga tggaga a tgctgagt tggacg t ccc catc 
casagcg t ct t ca ccagagac ctggcc agca teg scarce ccgcatcgcasaggggggc 
gt caa t gaca a tt t ccagggggtgctg c aga a tg t gagg t t tgt ct t tgga^c C a ca cca 
g aag ac* t cc tcaggaacaaaggc cget ccagct ct accagtgt cc tec t eac c ct tgac 
a a cae eg tgg tgaa tgg 1 1 ccagccctg oca t ccgcact aacta ca t tggecac aaga ca 
aaggacttgeaage catc tgcg$ca t c= t cctgtga cgagc dgtccagca tggtc c t gg aa 
ct caggggcctgcg cacc a ttgt ga c escge tgcagga crag catc Cgcaa agtga ctgaa 
gagaacaaagagttggccaatgagctgaggcggcctcccctatgctatcaceacggagct 
cagtacag^ a A t Meg ^ggaatggac fcgt t gs t age t gcac tgag tgt cac t gtcagaa c 
tcagttaccatctgcaaaaaggcgtcctgccc^fttcatgccctgctccaatgccacagtd 
cc tga tggagaa t gc tgt c ct cgctg t tggcccagcgae t c tgcgga rga tgg c tggtc t 
cm t gg tccgag tgga ccte ctg t tc t acgagc tgtggcaatggaa 1 1 cage agegegge 
cgc t cc tgega t agee t caa c aa-ccg&fcg t gagggc t cc b egg t ccagacacggac ct gc 
caca t tcaggagtgtgacaaaagat ttaascagg atggtgatc tggiagccactggte cecg 
tgg t cat cttgtt ctg tgaca t gtggtga tggtgtga t ca caagga tc egge t c tgc aac 
t ct c ccagcc CCOdga. tgao, tggga a ac cctgtgaaggcgaagegcgggagac caaagce 
tgc3agaaagacgcct gcccca tcaa tggagg ctg^gg tec t tgg tcacca tgggaca t c 
tgt t ct gt cacctgt ggaggaggggt acagea acg t agt cgt ct c t gca a caac c ccg c a 
ccccagtt t ggaggcaaggactgcg ctggt ga t gtaacagaaaac caga t ct gca acaag 
eag ga c tg t cc aa 1 1 ga tgga t gec tote caa tccctgc 1 1 dgccgscgtgaag tg t«c t 
age tac cc t ga t ggcagc t ggaaa tgt gg t gc t tg t CCt £c tc:g t tac«g bgg«a a tgg c 
atccagt gcacaga tg tt gat gag tgcaaagaagtg cctga tgee tgette a accaeaa t 
gg^Q^g c>accggt gtgagAACAegga cccoggc-tacaac t gc ct gc ectge c cccc acg c 
t tc acegge t ca cag ccct t cggccag9gt3 tcgaac A tgeca egg ccaaeaaacagg tg 
t gcaagccc cgtaacccctgcacgga tgggacc cacgac tgea ac aacgccaagtgc 
aac t acc tgggecac t atag cgacccc atgt accgctgcgagtgcaagcctggcta cget 
ggca atg^eatcatctgcggg^aggacac^gacc t ggatggctggcc c aatgaga^ cct q 
gc gtgjcg t ggccA a. t gegae b t ac c tgea aaaagg^ t * a t t^cccc *acc 1 1 ccc aac 
tcagggcaggaagactatgscaaggatggaattggtqatgcctgtgatgatgacgatgac 
aatgataaaat tccagat gacagggacaactgtccattccatta caac ccagct cag t at 
gactatga cagagatga t pt-gggagacegctg tg* caa ctgt^e ct Acaaccacaac tea 

Figure 1R 
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gatcagqcagacacagawjicflatggggaaggagacgcctgtgctgc-fl^catcgacgga 
gacggt*tcetc«atgaa<:gggacaactgccagcacgtct*ciatgtggaccagagagac 
actgatatggatggggttggagatcagtgtsaeaattgccccttggaacacaatceggat 
caqccggaccctgactcagacesc^tsgasatacccgtgacaawatc^gatattgat 
gaagatggccaccaqaacaatctggacaactgtccctjitstgtecaatgccaaccaggcfc 
Qacc*ta«caaagatggcaaggga3»egccCgtsaccacgacgatgac«acg«ggc-act 
eetgatgacaaggaCA«i"tb9<!Ag<»<M:cgtgcGcaatcccgatfcag6e9ffactcCgacggc 

gatggtcg aggtg atg cc tgcaaaga fcga t tttgaccatga c agtgt gccaga ca t cga fc 
gacatctgt^etgagaatgttgacatci*gtS*gaccgatttccgGcgatCcca9*b3*tt 
cWtggaccccaaagggacatcccaaaatgaccctaactgggttgtacgceateagggt 

aaagaac c cctc cag* etg tc aac t g t ga t cctgga ctcgc tgtoggt tat ga t gagtt t 
aatgctgbgpaccteagtggcaccctcttc*tca«c*ccgaaagggacgatgactatg*fc 
gQAtttgCctttggctaccagtccagcagcegcttttatgttgtgatgtg^^^c^agtc 
acccagtcctactQggacaccaaceccacgagggctcagggatacbcgggcctttctgcs 

aaagttgt aa*« C ccaccacagggcc c gg cgagcac e-tgeggaacgccc t gtggcacac a 
gg^s^cacccctggccaggtgcgeacctctgtggcatgaccctcgtcacataggctgsaaa 
e acctcaccqcctaca^*tggcrgtcl:cagccacaggcca«*gacgg9ttteactagagcg 
gt£TatgtAtgaagggaaqaaaatcat3gctSAtfc«a«gacccatctatgataaa*cc:ta.t 

qctgatggt aqactaggq fctg fct t*t ct t etc t caagaaa tggtgttct t ct ctgaec tg 
kAaeacgaatgtagagatefCCCaatcatcaaactgttgatbgaaogiCtgatcataaacc 
aatgctggtatcgcacctcctggaactacgggcttgaga^acccceaggatcacttcbc 

ct tggc tfc cct t ct 1 1 tc t qtgc t tges tcag e gtgsac t c etagaaegt gegae ctg cc 
tcaaq«»at9eaqCCtccsaaaac«9*CtcaCcagcattcagGOCccaatga*taagac 
a tcttccaaqcatataaac«*ttgcettggttecctcttgaaaaagc*tetac'ttgctcc 
agCtqggaaggtscccAttceacCctgccttCgtcacagageagggtgccattgtgaggc 
ca e c tc bqaqc aPtgcac C caaa agcat d 1 1 caggcatg C c agagaagggaggac tcA (ft 
agaat C eacaa acaaaaccaccc tg« c± tec t cc 1 1 caggaacacggggagc-a gaggc ca 
aagcac t aagqagagggc^ca ta c ccgagacgattgtatga? g« »a tatggaggaac tg 
tcac«c.gt.tcg$t*ctsagteattttcaggggattgaaa9aetactgctggattcc*tsa 
tqctg^ctggcgttaqccsattaacfrCAtgtaaacaggcacttaaataga^gcaggaaag 
qqaqscaaagactggcttctg^cttcccccctgacccccaccctt^tcaccaccttgc 
agcqqccaqaattagog-aatcagaatcaaaccagtgt««ggcagt;gccggctgGcattgc 
ccggtcacattQAaattgfltQgcttcattcta^tgtagcttgtgcagatgcagcaggaa 

a =ifcaggaa* a ceta cca t ct cagtgagC a C« a gc tgect c ccaa aggaggggcagcegtg 
cttatatttttatggttacaatgsc*caaaattattatcaacccaact9»^cattcctt 
1 1 etc t tttt t ccgt «« fcta etaqg t age tt tctaattctetc t t ttggaagtat ga ttt 
1 1 ttaaagtct tt« eaa C qt aaaat at C t at fc tt ttac c t attct ggaaga tctgg« tga 
aqcia t tat tcatggaac aqqaagaa^cgtaa aga ct atccatg t cat ctt tgt tgagagt 
Cttcgtgac tgtsa*»st tg t a«Ata eagattattt attaactc tgtt ertgc ctggaa att 
t aqgc c tea tacgg* A«gtgtt tgagagcaa S t agttg* *a 1 1 1 ate agca aa t etc t tg 
caaqaacag c*54 aqgaaaatcag tct aat aagct 9c t c t gee ect tgtgcfcc*9ag 1 gg 
a tgt ta t gggatt cct t tt fctcfce tg 1 1 ttatct tttc aagtggaat fc »g t tgge ta c cc 
aCttgcaaacsttttaA^ttgcaaagaaagccatgaggtcttcaatactgttttacocca 
t ccct t gtgeat* tt t C cagqqagaaggaaagca ta ta cract t C ttt ctt t ca 1 1 1 1 tec 
aaaaqag aaaaatgaca aaagg tga&ac C tacata c aaatat tacctc att t$ t cgtg 
CQac toagt aaagaat 1 1 1 tgg at eaageggaaagag 1 1 1 aagfcg t« taa c aaaet t asa 
q ctactgtagtacctaaaA»gCcagtg£tgcacatagcat*aaaactctgeagagsagt« 

t tec caa taaqqaa* t age at tgaaatgt C a** t*C4 at ttc C S aa agtt atg t t t ttt t 
t ctatca t ctqg t ataccat tget ttatt t t ta t aaa 1 1 at t ttct cattgecattsgaa 
c aga ata tteagattgtq tagat* tgc ta 1 1 ta aata attt* C caggaaa c ac tgc c tg c 
aqagttagt at 1 1 ctatt ttt ata t aatg tttg caca ctgaat tgaagaat tgt tggt 1 1 
tttcttttttttdttttttttttttttttttttetttttgcttttgacctcccattttta 
ctatttgccaatacecttttcfco>gg«atgtgctttttt.t.t.gt a ^catttttatc<:attt 
tAcattctaaagcagtgtaagttgtatatcactstttcttacgtacaaggaacaacaata 

aatcatatggaaatttatattt 
protein: 

M01AWGLG%T..FLHHVCGT1W I PESQGBHSVFP1 FJ5LTQAARKGSGBRL.VKGPDPS SPAPR 

Figure 1C 
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HKPDQAOTDNKGEODACAAD IMQWIIJIBOTNOQY^TIV^ 

DCUPDOKnNCTlLVPNFDQKD^ 
WXPt^PKaTS^rTOPmfVV^ 
DYAGFVFVTVQSSSRFYYVKWKQVTQSYto^^ 

KTyA^K37^^^lF^^SQB^fVF?SDLfCYSCRDP 




Figure ID 
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HT2 143 Report 



2Qfll 
2143 

nucleus 
6oa» sip icna 

40 



EGAD 



RECORD INFORMATION 



IDs 

frrotais, ID; 
Sequence namai 

LOCUS ; 



I 



Ceding *«qu«iC* Imqthx 2936 at 

TrwacTipt aft^uanca langtha 5074 at 



ACCESSION DATA 

HT2L43 is derived from accession?^): 

OS ; ft£ 4 thjamboBPoadin-4 (Homo sipians}) 

GB ; as (H, eapi^Qa affiHA tor tkrcmboapoGdiii-aj 

PI?. :AiE7lQ (cturombp^pondiii 4 precursor - fewnaui) 



cD*A FEATURES 

Feature Etd 5 End 3 

C<^«S_s«q 23 2313 

J'UT 2>l4 SOU 



SEQUENCE 
nucleotide: 

ga at reegggoagcaggaagag scaac* tgctggcc = c^c jcggagccgccgtcct 
<= t gcacctgg tec t Egc^grgg^ - egcggcaggcgc c caggc^accccccaggt ; 1 t 1 
gae c~c.cc"CCaC c - c c C43*gg« a.aa<=« Agge ge-tc tgccgcxagt c c cg*c* 
gac wScgc s c tgaa tgat ct st a tgtg* tt* CC*^ st: **gc ^gcagact*«aagt: ^ ca 
gc c acca tc^i tcqg t c c c tae c c t c caactgacaa^agt aaa Cat t ttgaat c t ac "gug 
*e gg^a^gi s t^gc »**gc e at e e = e egt t ac =t:gaagaacga tgggaagg t ge at; " tg 

figure 2A 
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gaa b c ccgggg *g caggaagsgccaa ca tg etggccc cgcgcggagccgccg t cc t c c tg 
c t gc ace fc$g t cc tgcagcggtggc t agcggcaggcgc cca$g<; cacc ccccagg tec tt 
gacc 1 1 c t ccc ate t tc cag tcagag^rc ta aac ccaggcgc c ctgctgc cag t cc tgaca 
gaccc cgccc tgaa c ga t c t et * fcgt gat t fccca< ct t caagct gcaga ct aaa ag t fc ca 
gecac eatc ttcggt ct t tac tc t c csactgacaa rag t a aa t « t c fctga att C ac tgt g 
6 fcggga cgc fc ts age 9 aagc catc ct ccgttacctgaagaacga tgg9a*ggtgcatt t g 
g eggtt t c ca acaac ctgc Agctggcagacgg aaggegg cacagga t cct c ctga$gc tg 
ag caa t 1 cgc agcgaggggccggc t C cc t agagc t c t accegg actgea t c cagg tgg a t 
t ccg t tCAca* tc tec ccagggcc t 1 1 gc t ggc ccc t c cc* gaa acc tgaga cca 1 1 gaa 
1 1 gaggac c 1 1 ccaga^g* agocacaggact t c 1 1 ggaagagc tgaagc 1 99 bgg t gaga 
ggc t c actgtt ccagg tggccagectgcaagac cgc t c cctgcagcagagtgagco Actg 
gc tgc cacaggcacaggggactt t aac egg c ag 1 1 ct tggg b caa a tga caca a t taaac 
c aac tcct g^gsgaggtgaagga cct t ct gagacagcaggt t aagg aaac-atca 1 1 1 1 1 g 
cgaasc acca tagctgaa tg c e*ggct cgcggtcct etc aag t ttcagtc t ccg* cccca 
ag caeggt ggt cgee cegge t ccc c c tgcac cgeca ac a.c$c ecaccccg t egg tgtgac 
tccaa cc ca tgt t tccgaggtgt ccaatgt accgacagtagagatgg ct tc cagtgt ggg 
ccctgccccgagg9Ctacac«gga«acgggatcacctgtactgatgttgatgagt9c3taa 
t ac ca t cc c tgc t acc c gggcgfc gc* c t gca taaa t t bgt o t cc t ggc t tcaga tg t gac 
gec bgcecag t gggct t ca cagggccc at ggt gc aggg t g b t ggga t cag 1 1 1 1 gec aag 
fccaa* ca#gcaggt ctgcactga ca t tgatgagtgt cgaaa tggag t?g bgcgt t cccaac 
t cga t c tgcg 1 1 aa b ac b ttgggatct t acegctg egggee t c gta ageegggg ta ta ct 
ggt ga t cag ata agggga tgcaaagtgg aaag^ aac-cgcagaaacc cagagc tga acc ct 
tgcagtgt ga atgee cagt gcat tgaagag&ggcaggggg a tgt gaca tg tgtgtgt gga 
g t egg t b£gg ct ggaga tgged ata t ctgt ggaaaggatgt ggac& t cgae ag tta cccc 
ga cgaagaac t gc ca tgc b ctgee Aa ctgt aaaa aggacaa c tgcaaa t atg tgee^ 
aa t tctggccaagaagatgcagacagaga tggc at tg^C9a cgcfc t g tgacgagga t gc t 
9 Acg$aga tggga tec tgaa tgagcagga t aac tgtg t cct ga 1 1 ca t a a t gcgga ccaa 
agga ac*g cg& fc *v w.ga ta tct ttgggga tgcctgt ga c aa ctgee t gagtg t Ctta aa t 
aacgaccagaaaga cac eg* tg999*tgg*fl^aggaga tgee t gt gatgatga c atgga t 
ggaga tgga ata aaaaa ca t C ctggac aac t gece 0 ftA* b 1 1 ccca a tegt gaecaaegg 
gn ca^gga tggtgatgg tgtggggga tgcctgt gac ag 1 1 gtc c tga tgt cagcaacc ct 
a« ccag t c tg a tg tggat as tga t ct gg t tggggac t cc tgtgacac c aa c caggacag t 
ga tggaga tgggc acc ^g^ac a jca caga c*a c tgcccca ccg c ca 1 1 aac agt gcrccag 
ctggaca ccgataaggat ggaat tggtga c 9^ g tg tg a tga t ga tga tgaca atga t ggt 
ate ccagacc egg tgc cccctggaccaga caac t geegge t^9 b cccc aacccagc ccag 
gagge tag ca* cagegaeggag tgggagaca tc tgt gagtc t ga ct ttgacc flggaocag 
gtca t cga t egga t cga eg tctgccca^agaacgcagaggt cacc ct ga ccga c t tc agg 
gctt accagac eg tgggee tgga t cct gaagggga fcgece agatcga tcccaa ct gggtg 
gt cc tgaaocagggca tggagat tgtac aga cca tgaac agtga tcctggcctggcagt g 
gggtac aca^ct b tt aa tggagttgact tcgaagggacc t tec atg tgaa bacc C?a gd Ca 
gatgatgactatgcaggctttatctbtggctaccaagatagctccagcttctacgtggtC 
a tgt ggaagc aga eggagcagaca t attggca ageca ccc cat t ccgagcag t tg cagaa 
cc to dc* 1 1 cage t caaggctgtgaagtc t aagacaggtcc agggg^g Qg.t ct ccggaa c 
tec c tgtg^caca cgggggacaccag t ga ccaggt caggc tgc tgtggaagg att c c=agg 
aatgc gggctggaaggaca agg tgtc etaoege tggt t cct acagcacaggc cccaggtg 
ggct aca t cagggt acgat c tt at gaaggc tct^agt t^tggc tg?.ct ct ggcgtc acc 
at«gacac cacaatgcgc ggaggcega cttggcg 1 1 1 tec gc t tc t ctca ag^ aaac ate 
atctgg tccaac ct caa.gta teg ct gcaa tgacaccatc cctgaggact t ccaagagt 1 1 
caaacccagaatttcgaccgcttcgataattaaaCca*ggaagc*atctgtaactgcttt 
tcggaacactaaaaccatatatattttaacttcaattttctttagcbttt^ccaacccaa 
a tatat ca«^iB.cgtt fc t* tg b$a^ t tjtggcaat aaaggagaagaga t cat 1 1 tta a aaa a 
aa aaaaaaaa aaa a 

protein: 

1 STFKLQTKS3 ktZ E 1 GL Y S KY FE FTVMG RL5 KA I L R YLiKJfDo KVHL WP^M LQ L2t 

DaRRKF.XLLflI^5 WLC>RQAOJS LELYLDCI Q VDBVittlLPR A? a WSQKPETI ELP.TFQPKPO 

Figure 2B 
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